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Recombinant plasmid comprising v 
antigen and staphylococcal 
protein A as vaccine against 
Yersinia pestis in mammal 
Brubaker, Robert R. ; Motin, Vladimir L.; 
Smirnov, George B, 

Board of Trustees of Michigan State University, 
USA 

U.S., 16 pp. 
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Patent 
English 
COUNT: 1 




KIND DATE 



APPLICATION NO. DATE 



US 6638510 Bl 20031028 US 1994-302423 19940908 

PfOiORITY APPLN. INEO. : US 1994-302423 19940908 

AB\ Described i§/a plasmid prepared by recombinant techniques which is 
edtfiL-P^pare a vaccine against Yersinia pestis. The 
plasmid encodes Yersinia pestis V 
antigen and staphylococcal protein 
A. 
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Co-immunisation with a plasmid DNA cocktail 
primes mice against anthrax and plague 
Williamson, E. D. ; Bennett, A. M. ; Perkins, 
D.; Beedham, R. J. ; -Miller, J.; Baillie, L. 
J. 

Defence Science and Technology Laboratory, 
Porton Down, Salisbury, Wiltshire, SP4 OJQ, 
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PUBLISHER: Elsevier Science Ltd. 

DOCUMENT TYPE: Journal 
LANGUAGE: English 

AB The protective antigen (PA) of Bacillus anthracis and the V 
antigen of Yersinia pestis are potent immunogens 

and candidate vaccine sub-units. When plasmid DNA encoding either 
PA or V antigen was used to immunize the Balb/c 

mouse, a low serum IgG titer was detected (log 10 1.0 or less) which 
was slightly increased by boosting with plasmid DNA. However, when 
mice immunized with plasmid DNA were later boosted with the resp. 
recombinant protein, a significant increase in 

titer (up to 100-fold) was observed Mice primed with a combination of 
each plasmid and boosted with a combination of the recombinant 
proteins, were fully protected (6/6) against challenge with Y. 
pestis. This compared favorably with mice primed only with 
plasmid DNA encoding the V antigen and boosted 

with rV, which were partially protected (3/6) against homologous 
challenge or with mice primed and boosted with plasmid DNA encoding 
the V antigen which were poorly protected (1/6) . 

Combined immunization with the two plasmid DNA constructs followed 
by boosting with a combination of the encoded recombinant proteins 
enhanced the protective immune response to Y. pestis 
compared with priming only with plasmid DNA encoding the V 
antigen and boosting with rV. This enhancement may be due 
to the effect of CpG motifs known to be present in the plasmid DNA 
construct encoding PA. 
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AB A chimeric, carboxy-terminal truncated hepatitis B virus 

nucleocapsid protein (core protein or HBc) is disclosed that is 
engineered for both enhanced stability of self -assembled particles 
and the display of an immunogenic epitope. The immunogenic epitope 
is a B cell epitope or T cell epitope derived from pathogen such as 
Streptococcus pneumonia, Cryptosporidium parvum, HIV, foot and mouth 
disease virus, influenza virus. Yersinia pestia, etc. The display 
of the immunogenic epitope is displayed in the immunogenic loop of 
HBc, whereas the enhanced stability of self-assembled particles is 
obtained by the presence of at least one heterologous cysteine 
residue near the carboxy-terminus of the chimer mol. Methods of 
making and using the chimers are also disclosed. 
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Suppression of mouse skin allograft rejection by 
protein A-Yersiniae V 
antigen fusion peptide 

Motin, Vladimir L.; Kutas, Susan M. ; Brubaker, 
Robert R. 

Department of Microbiology, Michigan State 
University, East Lansing, MI, 48824-1101, U^A 
Transplantation (1997), 63(7), 1040-1042 \^ 
CODEN: TRPLAU; ISSN: 0041-1337 
Williams & Wilkins 
Journal 
English 

V antigen is an established virulence factor of 
Yersinia pestis, the causative agent of bubonic plague. 
Injection of homogeneous staphylococcal protein 
A-V antigen fusion peptide into mice was 

previously found to suppress tumor necrosis factor-a and 
interferon-y necessary for generation of protective 
granulomas. Here, we show that BALB/c mice receiving daily i.p. 
injections of 100 ^g of control protein A 

initiated rejection of C57BL/6 mouse tail skin grafts after 
6.2±1.1 days. This time doubled to 12.2±1.4 days upon similar 
administration of protein A-V 

antigen fusion peptide (P<0.001); times of total allograft 
retention remained constant This finding indicates that v 
antigen can postpone inflammation known to be associated with 
recognition and destruction of foreign tissue by T lymphocytes. 
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TITLE: Resistance to lipopolysaccharide mediated by the 

Yersinia pestis V 

antigen-polyhistidine fusion peptide: 

amplification of interleukin-10 
AUTHOR(S): Nedialkov, Yuri A.; Motin, Vladimir L. ; 

Brubaker, Robert R. 
CORPORATE SOURCE: Department of Microbiology, Michigan State 

University, East Lansing, MI, 48824-1101, USA 
SOURCE: Infection and Immunity (1997), 65(4), 1196-1203 

CODEN: INFIBR; ISSN: 0019-9567 
PUBLISHER: American Society for Microbiology 

DOCUMENT TYPE: Journal 
LANGUAGE: English 

AB We previously showed that injection of homogeneous 
staphylococcal protein A^V 

antigen fusion peptide into mice delayed allograft rejection 

and suppressed the major proinflammatory cytokines tumor necrosis 

factor alpha (TNF-a) and gamma interferon (IFN-y) 

associated with generation of protective granulomas* This study was 
undertaken to determine if V antigen could prevent 

endotoxic shock, known to be mediated by excessive production of certain 
proinflammatory cytokines. After treatment with 50 jxg of 
homogeneous V antigen-polyhistidine fusion 

peptide (Vh) , the 50% LD of purified lipopolysaccharide (LPS) in 

BALB/c mice immediately rose from 63 M-g (normal controls) to 318 

ng, fell to near baseline (71 yiq) in 6 h, and then slowly rose 

to a maximum of 566 ^g at 48 h before again returning to normal. 

Injected Vh alone (50 ^q) promptly induced the anti-inflammatory 

cytokine interleukin~10 (IL-10) as well as modest levels of 

TNF-a (an inducer of IL-10) in spleen. Concomitant injection 

of Vh and an otherwise LD of LPS (200 i^g) dramatically decreased 

levels of TNF-a and IFN-y in the spleen and peritoneal 

lavage fluid as compared to values determined for LPS alone. These 

results would be expected if V antigen directly 

up-regulated IL-10 that is reported to generally down-regulate 

proinflammatory cytokines. Mice receiving 200 i^g of LPS 48 h 

after injection of Vh exhibited patterns of cytokine synthesis 

similar to those observed in endotoxin-tolerant mice, a condition also 

reported to be mediated by IL-10. These findings suggest that 

V antigen serves as a virulence factor by 

amplifying. IL-10, thereby repressing proinflammatory cytokines 
required for expression of cell-mediated immunity. 
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fusion peptide: binding to LcrH and active 
immunity against plague 
Motin, Vladimir L.; Nedialkov, Yuri A» ; 
Brubaker, Robert R. 
^ Department Microbiology, Michigan State 

University, East Lansing, MI, 48824-1101, USA 
Infection and Immunity (1996), 64(10), 4313-4318iy 
CODEN: INFIBR; ISSN: 0019-9567 
American Society for Microbiology 
Journal 
English 

The structural gene for v antigen (IcrV 
) is known to be encoded within the IcrGVH-yopBD operon of the 
,apprx.70-kb low-calcium- response or Lcr plasmid of Yersinia 
pestis* This 37-kDa monomeric peptide was reported to 
provide active immunity in mice, suppress inflammatory cytokines, 
and regulate expression of the low calcium response (Lcr+) . Here 
the authors describe pVHB62, encoding a polyhistidine-v 
antigen fusion peptide (Vh) and linked LcrH. Vh underwent 
degradation from both the C terminus and N terminus during classical 
chromatog, fractionation but remained intact within two compartments 
during Ni2+ affinity chromatog. The first was homogeneous, capable 
of active immunization (mouse i.v. 50% LD, >107 bacteria), and 
stable at 4°. The second remained bound to the affinity 
column but could be eluted as a mixture of Vh, LcrH, and low-mol . -weight 
material by application of 6 M guanidine • HCl . This mixture was 
dialyzed, denatured in 8 M urea, and again applied to the affinity 
column, which then bound Vh but not LcrH. The latter was recovered 
and renatured, and low-mol . -weight material was removed by biochem. 
fractionation. The resulting homogeneous LcrH bound protein 
A-V antigen fusion peptide but not 
protein A in a sandwich ELISA, and this reaction 

was inhibited by Vh. These observations indicate that LcrH normally 
binds V antigen in bacterial cytoplasm and 

suggest that only free LcrH down- regulates expression of the low 
calcium response. 
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Suppression of cytokines in mice by 
protein A-V 

antigen fusion peptide and restoration 

of synthesis by active immunization 

Nakajima, Ryohei; Motin, Vladimir L.; Brubaker, 

Robert R. 

Exploratory Res. lab. I, Daiichi, Pharm. Co., 
ltd., Tokyo, 134, Japan 

Infection and Immunity (1995), 63(8), 3021-9 
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American Society for Microbiology 

Journal 
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ished that an .apprx.70-kb Lcr plasmid enables Yersinia 
causative agent of bubonic plague, to multiply 
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in focal necrotic lesions within visceral organs of mice by 

preventing net synthesis of the cytokines tumor necrosis factor 

alpha (TNF-a) and gamma interferon (IFN-y) , thereby 

minimizing inflammation (Lcr+) . Rabbit antiserum raised against 

cloned staphylococcal protein A- 

V antigen fusion peptide (PAV) is known to 

passively immunize mice against 10 min. LDs of i.v. injected Lcr+ 

cells of Y. pestis. In this study, injected PAV 

suppressed TNF-a and IFN-y in mice challenged with 

avirulent v antigen-deficient Y. pestis 

(IcrV or Lcr-) and promoted survival in vivo of these 

isolates as well as salmonellae and Listeria monocytogenes (with 

which the outcome was lethal) . Active immunization of mice with PAV 

protected against 1,000 min. LDs of i.v. injected Lcr+ cells of Y. 

pestis and Yersinia pseudotuberculosis but not Yersinia 

enterocolitica. The progressive necrosis provoked by Lcr+ cells of 

Y. pestis in visceral organs of nonimmunized mice was 

replaced after active immunization with PAV by massive infiltration 

of neutrophils and mononuclear cells (which generated protective 

granulomas indistinguishable from those formed against avirulent 

Lcr- mutants in nonimmunized mice) . Distinct multiple abscesses 

typical of Lcr+ cells of Y. pseudotuberculosis were prevented by 

similar immunization. Significant synthesis of TNF-a and 

IFN-Y occurred in spleens of mice actively immunized with PAV 

after challenge with Lcr+ cells of Y. pestis. These 

findings suggest that V antigen contributes to 

disease by suppressing the normal inflammatory response. 
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antigen fusion peptide 

Motin, Vladimir L.; Nakajima, Ryohei; Smirncpv 
George B.; Brubaker, Robert R. / j"^ 

Dep. Micribiol., Michigan State Univ., East 
Lansin, MI, 48824-1101, USA 

Infection and Immunity (1994), 62(10), 43^2-201 
CODEN: INFIBR; ISSN: 0019-9567 
Journal 
English - 

LcrV (V antigedk)s# a known unstable 

37.3-kDa monomeri^N^geptide encoded on the ca^j^^-T^lcb Lcr plasmid of 
Yersinia pestis, YersoMra-f^eudoJtub^rJsu^&sTs, and Yersinia 
enterocolitica, has been implicated as a regulator of the 
low-calcium response, virulence factor, and protective antigen. In 
this study, IcrV of Y. pestis was cloned into 

protease-deficient Escherichia coli BL21. The resulting recombinant 
V antigen underwent marked degradation from the 

C-terminal end during purification, yielding major peptides of 36, 35 
34, and 32 to 29 kDa, Rabbit gamma globulin raised against this 
mixture of cleavage products provided significant protection against 
10 min. LDs of Y. pestis (P<0.01) and Y. 
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pseudotuberculosis (P<0.02). To both stabilize V 
antigen and facilitate its purification, plasmid pPAV13 was 
constructed so as to encode a fusion of IcrV and the 
structural gene for protein A (i.e., all but the 
first 67 N-terminal amino acids of V antigen 

plus the signal sequence and IgG-binding domains but not the cell 
wall-associated region of protein A) . The 
resulting fusion peptide, termed PAV, could be purified to 
homogeneity in one step by IgG affinity chromatog. and was stable 
thereafter. Rabbit polyclonal gamma globulin directed against PAV 
provided excellent passive immunity against 10 min. LDs of Y. 
pestis {P<0. 005) and Y. pseudotuberculosis (P<0.005) but was 
ineffective against Y, enterocolitica. Protection failed after 
absorption with excess PAV, cloned whole v antigen 

, or a large (31.5--kDa) truncated derivative of the latter but was 
retained (P<0.005) upon similar absorption with a smaller (19.3-kDa) 
truncated variant, indicating that at least one protective epitope 
resides internally between amino acids 168 and '275. 
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Enzyme immunoassay of antibodies 
Kulyash, G. Yu.; Lyapin, M, N.; Golovko, Ye. M. ; 
Luchnikova, Ye. A. 

Vsesoyuzh. Nauchno-Issled. Protivochumn. Inst. 
"Mikrob", Saratov, Russia 

Klinicheskaya Laboratornaya Diagnostika (1992), 
(7-8), 58-60 

CODEN: KLDIES; ISSN: 0869-2084 
Journal 
Russian 

The possibility of antibody enzyme immunoassay in a tested sample 
without using specific antispecies horseradish peroxidase-labeled 
IgG or staphylococcal protein A 

conjugated with horseradish peroxidase was demonstrated in expts . 
with Pasteurella pestis capsular antigen and different 
antibodies to it. The method is based on the use of protein A 
without enzymic label, that is fixed on Fc fragments of the initial 
antibodies specifically bound to antigen. At later stages of the 
experiment protein A can adsorb virtually any Ig conjugate with 
horseradish peroxidase that is available and can provide an enzymic 
reaction with the substrate. 
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AN 2004-142895 [14] WPIDS 

AB WO2004003511 A UPAB: 20040226 

NOVELTY - A plasmid comprising an rRNA gene having a mutant 
Anti-Shine-Dalgarno sequence, at least one mutation in the rRNA 
gene, and a genetically engineered gene which encodes a selectable 
marker having a mutant . Shine-Dalgarno sequence, where the mutant 
Anti-Shine-Dalgarno and the mutant Shine-Dalgarno sequence are a 
mutually compatible pair, is new, 

DETAILED DESCRIPTION - INDEPENDENT CLAIMS are also included 

for: 

(1) a cell comprising the plasmid; 

(2) identifying functional mutant ribosomes; 

(3) identifying functional mutant ribosomes that may be 
suitable as drug targets; and 

(4) identifying drug candidates. ^ 

USE - The plasmid is useful for identiiEying drug candidates and 
functional mutant ribosomes that may be suitable as drug targets 
(claimed) , where the drug candidates are not susceptible to 
antibiotic resistance. 
Dwg.0/26 
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cancers . 
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APPLICATION DETAILS: 

PATENT NO KIND APPLICATION DATE 

WO 2003092630 A2 WO 2003-US14292 20030506 



PRIORITY APPLN. INFO: US 2002-378408P 20020506 

AN 2004-011801 [01] WPIDS 

AB WO2003092630 A UPAB: 20040102 

NOVELTY - Selecting an antibody comprising selecting an antibody 
from a phage display library using sequential antigen panning, is 
new. 

DETAILED DESCRIPTION - INDEPENDENT CLAIMS are also included for 
the following: 

(1) a sequential antigen panning method for selecting an 
antibody from a phage display library, comprising selecting phage 
from a phage display library using a first selecting condition, 
where the first selecting condition is an antigen at a known 
concentration, and selecting phage from the phage selected using a 
second selecting condition that differs from the first selecting 
conditions, with the proviso that this step can be repeated any 
number of times, each time using a different selecting conditions; 

(2) a coir^osition produced using any of the methods; 

(3) a composition comprising a neutralizing antibody that 
recognizes more than one strain of a pathogen; 

(4) an antibody to HIV envelope glycoprotein that can recognize 
one or more strains of HIV, comprising a 233, 228, 231, 237, 214, 
210, 212 or 212 amino acid sequence (SEQ ID NO: 1-8), given in the 
specification, or their variants that retains the ability to bind to 
the same epitope to a greater or lesser extent; 

(5) a fusion protein or conjugate comprising the antibody of 

(4); 

(6) a composition comprising the antibody of (4), where the 
toxin is Pseudomonas toxin; 

(7) an isolated or purified nucleic acid molecule comprising a 
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sequence encoding amino acid sequence with SEQ ID NO: 1-6, or its 
variant that retains the ability to bind to the same epitope to a 
greater or lesser extent; 

(8) a vector comprising the isolated or purified nucleic acid 
of (7); 

(9) a composition comprising the isolated or purified nucleic 
acid molecule of (7), optionally in the form of a vector; 

(10) a host cell comprising the isolated or purified nucleic 
acid molecule of (7), optionally in the form of a vector; 

(11) treating, inhibiting or reducing the severity of an 
infection in an animal, comprising administering an 

infection-inhibiting amount of a composition comprising an antibody 
produced by the method, optionally in the form of a fusion protein, 
where the antibody or fusion protein is optionally encoded in an 
isolated or purified nucleic acid molecule, which is optionally in 
the form of a vector and/or optionally contained within a cell, 
where the infection in the animal is inhibited; and 

(12) inhibiting cancer in a mammal, comprising administering an 
cancer-inhibiting amount of a composition comprising an antibody 
produced by the method, optionally in the form of a fusion protein, 
where the antibody or fusion protein is optionally encoded in an 
isolated or purified nucleic acid molecule, which is optionally in 
the form of a vector and/or optionally contained within a cell, 
where the cancer in the animal is inhibited. 

ACTIVITY - Antibacterial; Virucide; Antiparasitic; 
Protozoacide; Fungicide; Cytostatic. 
No biological data given. 
MECHANISM OF ACTION - Gene-Therapy. 

USE - The methods and compositions of the present invention are 
useful for treating, inhibiting or reducing the severity of an 
infection, such as bacterial, virus and parasitic infection, and for 
inhibiting cancers. 
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TITLE: Identifying a vaccine candidate, for preparing a 

vaccine that produces a protective immune response, 
comprises selecting a protein from the proteome of 
a target organism on the basis of a biophysical 
property or amino acid composition. 

DERWENT CLASS: B04 D16 TOl 

INVENTOR(S): DUFFIELD, M L; LINGARD, B; MAYERS, C N; MILLER, J; 

ROWE, S C; TITBALL, R W 
PATENT ASSIGNEE (S): (MINA) UK SEC FOR DEFENCE 
COUNTRY COUNT: 101 
PATENT INFORMATION: 

PATENT NO KIND DATE WEEK LA PG 



WO 2003073351 A2 20030904 (200367)* EN 38 

RW: AT BE BG CH CY CZ DE DK EA EE ES FI FR GB GH GM GR HU IE IT 
KE LS LU MC MW MZ NL OA PT SD SE SI SK SL SZ TR TZ UG ZM ZW 
W: AE AG AL AM AT AU AZ BA BE BG BR BY BZ CA CH CN CO CR CU CZ 
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DE DK DM DZ EC EE ES FI GB GD GE GH GM HR HU ID IL IN IS JP 
KE KG KR KZ LC LK LR LS LT LU LV MA MD MG MK MN MW MX MZ NO 
NZ OM PH PL PT RO RU SC SD SE SG SK SL TJ TM TN TR TT TZ UA 
UG US UZ VC VN YU ZA ZM ZW 

APPLICATION DETAILS: 

PATENT NO KIND APPLICATION DATE 



WO 2003073351 A2 WO 2003-GB796 20030225 



PRIORITY APPLN. INFO: GB 2002-4387 20020226 

AN 2003-712786 [67] WPIDS 

AB WO2003073351 A UPAB: 20031017 

NOVELTY - Identifying a vaccine candidate, comprising selecting a 
protein from the proteome of a target organism on the basis of a 
biophysical property or the amino acid composition of the protein, 
is new. 

DETAILED DESCRIPTION - INDEPENDENT CLAIMS are included for: 

(1) a vaccine candidate identified by the method cited above; 

(2) a vaccine comprising the vaccine candidate of (1), or its 
fragment or variant, which produces a protective immune response; 
and 

(3) a computer-readable medium containing first and control 
datasets, and computer-readable instructions for performing the 
method cited above. 

ACTIVITY - Antibacterial; Virucide; Fungicide. 
No biological data given. 
MECHANISM OF ACTION - Vaccine. 

USE - Identifying a vaccine candidate is useful for preparing 
vaccine that produces a protective immune response against bacteria 
viruses or yeasts. The computer- readable medium is useful for 
identifying a vaccine candidate. 
Dwg.0/4 
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WPIDS COPYRIGHT 2004 THOMSON DERWENT on STN 

2003- 587112 [55] WPIDS 

2004- 091354 [09] 
C2003-158870 

New plastid transformation vector comprising first 
flanking sequences, a DNA sequence coding for a 
protective antigen capable of expression in a 
plastid, and a second flanking sequence, useful fo 
treating plaque or anthrax. 
B04 C06 D16 K02 
DANIELL, H 

(UYFL-N) UNIV CENT FLORIDA 
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WO 2003057834 A2 20030717 (200355)* EN 107 
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NO NZ PL PT RO RU SD SE SG SK SL TJ TM TR TT TZ UA UG US UZ 
VN YU ZA ZW 
AU 2002358292 Al 20030724 (200421) 

APPLICATION DETAILS: 

PATENT NO KIND APPLICATION DATE 



WO 2003057834 A2 WO 2002-US41503 20021226 

AU 2002358292 Al AU 2002-358292 20021226 

FILING DETAILS: 

PATENT NO KIND PATENT NO 

AU 2002358292 Al Based on WO 2003057834 

PRIORITY APPLN. INFO: US 2002-400816P 20020802; US 2001-344704P 

20011226; US 2002-393651P 20020703 

AN 2003-587112 [55] WPIDS 

CR 2004-091354 [09] 

AB WO2003057834 A UPAB: 20040326 

NOVELTY - A plastid transformation vector (I) comprising, as 
operably linked components, a first flanking sequence, a DNA 
sequence coding for a protective antigen capable of expression in a 
plastid, and a second flanking sequence, is new,. 

DETAILED DESCRIPTION - INDEPENDENT CLAIMS are included for: 

(1) a plant stably transformed with (I) comprising DNA encoding 
a bacterial antigen; 

(2) a progeny of the plant of (1); 

(3) a seed of the plant of (1); 

(4) a part of the plant of (1) or (2) comprising a plastid 
including the DNA sequence coding for a protective antigen; 

(5) producing a protective antigen; 

(6) a vaccine for conferring immunity to Bacillus anthracis in 
a mammal; 

(7) an orally-administrable vaccine for conferring immunity to 
B. anthracis in a mammal; 

(8) an orally-administrable vaccine for conferring immunity 
against Yersinia pestis in a mammal; 

(9) a plant plastid coit^rising a DNA coding sequence for a 
protective antigen; and 

(10) a plant cell or plant comprising the plastid of (9) . 
ACTIVITY - Antibacterial. No biological data given. 
MECHANISM OF ACTION - Vaccine. No biological data given. 
USE - The vector (I) and vaccine compositions are useful for 

immunizing mammals against anthrax disease, bubonic and pneumonic 

plague. 
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Controlling Yersinia pestis in a mammal, 
useful for immunizing a mammal against bubonic 
plague, comprises administering a vaccine 
comprising a staphylococcal 
protein A-V antigen 
fusion protein. 
B04 D16 

BRUBAKER, R R; MOTIN, V L; SMIRNOV, G B 

(UNMS) UNIV MICHIGAN STATE 

1 



PATENT NO KIND DATE WEEK LA PG 

US 6638510 Bl 20031028 (200378)* 16 



APPLICATION DETAILS: 
PATENT NO KIND 



APPLICATION 



DATE 



US 6638510 Bl US 1994-302423 19940908 



PRIORITY APPLN. INFO: US 1994-302423 19940908 

AN 2003-842785 [78] WPIDS 

AB US 6638510 B UPAB: 20031203 

NOVELTY - Controlling Yersinia pestis in a mammal 
con^rises treating a mammal with a vaccine comprising an antigen 
protein encoded by a plasmid prepared by recombinant 
techniques having the construct encoding a staphylococcal 
protein A-V antigen fusion 
protein • 

DETAILED DESCRIPTION - INDEPENDENT CLAIMS are also included for 
the following: 

(1) treating a mammal by administering to a mammal a 
composition comprised of a protein encoded by a plasmid; 
and 

(2) immunizing a mammal against Y, pestis by 
subjecting the mammal with a composition comprised of the 
determinants of Y. pestis which have been subjected to a 
protein encoded by a plasmid prepared by recombinant 
techniques having the construct described above. 

ACTIVITY ~ Antibacterial. No clinical details given. 
MECHANISM OF ACTION - Vaccine. 

USE - The plasmid is useful for controlling Y. pestis 
in a mammal, or for immunizing a mammal against Y. pestis, 
particularly against bubonic plague. 
Dwg.0/7 
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(ELIT-N) ELITRA PHARM INC 
1 



PATENT NO 
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WEEK 



LA 



PG 



US 6620585 



Bl 20030916 (200382)* 



52 



APPLICATION DETAILS: 



PATENT NO 



KIND 



APPLICATION 



DATE 



US 6620585 



Bl 



US 2000-630929 



20000802 



PRIORITY APPLN. INFO: US 2000-630929 20000802 

AN 2003-895424 [82] WPIDS 

AB US 6620585 B UPAB: 20031223 

NOVELTY - Screening a test compound that can inhibit microbial 
proliferation comprises providing population of microbial cells (I) 
expressing ectoenzyme or secreted enzyme, where (I) is contacted 
with sublethal level of antisense nucleic acid complementary to 
portion of nucleic acid that encodes gene product required for 
proliferation of (I), to reduce activity or amount of gene product. 
DETAILED DESCRIPTION - The method comprises: 

(a) providing a population of microbial cells expressing an 
ectoenzyme or secreted enzyme, where the population of cells is 
contacted with a sublethal level of an antisense nucleic acid that 
is complementary to at least a portion of a nucleic acid that 
encodes a gene product that is required for proliferation of the 
population of microbial cells, to reduce the activity or amount of 
the gene product in the cell; 

(b) determining the extent of proliferation of the sensitized 
cells that express the ectoenzyme or secreted enzyme by measuring 
the activity of the ectoenzyme or secreted enzyme; 

(c) contacting the sensitized cells with a test compound and 
measuring the extent of proliferation of the sensitized cells in 
response to the test compound; and 

(d) determining whether the test compound inhibits the 
proliferation of the sensitized cells by comparing the activity of 
the ectoenzyme or secreted enzyme in the sensitized cells prior to 
contact with the test compound with its activity following contabt 
with the test compound. 

USE ~ The method is useful for screening a test compound for 
the ability to inhibit microbial proliferation comprises providing 
population of microbial cells expressing an ectoenzyme or secreted 
enzyme. The ectoenzymes and secreted enzymes are useful for 
monitoring cellular proliferation. 
Dwg.0/11 '> 
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DERWENT CLASS: 
INVENTOR (S) : 
PATENT ASSIGNEE (S): 
COUNTRY COUNT: 
PATENT INFORMATION: 



nucleosidase activity, by designing compound that 
interacts with three-dimensional structure of the 
nucleosidase and determining whether the compound 
affects the activity. 
B04 D16 

HOWELL, L; LEE, J E 

(HOSP-N) HOSPITAL FOR SICK CHILDREN 
1 



PATENT NO 



KIND DATE 



WEEK 



LA 



PG 



CA 2390971 



Al 20030119 (200329)* EN 



9 



APPLICATION DETAILS: 



PATENT NO 



KIND 



APPLICATION 



DATE 



CA 2390971 



Al 



CA 2002-2390971 20020719 



PRIORITY APPLN. INFO: US 2001-306712P 20010719 

AN 2003-290537 [29] WPIDS 

AB CA 2390971 A UPAB: 20030505 

NOVELTY - Identifying (M) a compound that affects MTA/AdoHcy 
nucleosidase activity, involves obtaining a three-dimensional (3P) 
structure of MTA/AdoHcy nucleosidase or its fragment, designing a 
compound to interact with the 3D structure of MTA/AdoHcy 
nucleosidase or its fragment, obtaining the compound, and 
determining whether the compound affects MTA/AdoHcy nucleosidase 
activity. 

DETAILED DESCRIPTION - INDEPENDENT CLAIMS are also included for 
the following: 

(1) a compound (C) obtained by (M) ; 

(2) a computer readable medium with either structural 
coordinate data or structural data, the data defining the 3D 
structure of the MTA/AdoHcy nucleosidase bound to an inhibitor or 
its fragment; 

(3) a computer system containing structural coordinate data or 
structural data as above; 

(4) designing an MTA/AdoHcy nucleosidase inhibitor through use 
of a crystal or structure coordinates of the nucleosidase; and 

(5) a crystal comprising MTA/AdoHcy nucleosidase. 
ACTIVITY - Antibacterial; Antipyretic; Antiulcer; 

Antiinflammatory; Tuberculostatic. No supporting data is given. 

MECHANISM OF ACTION - Modulator of MTA/AdoHcy nucleosidase 
activity. 

USE - (M) is useful for identifying a compound that affects 
MTA/AdoHcy nucleosidase activity. The identified compound is useful 
for treating a disease caused by a microbe having MTA/AdoHcy 
nucleosidase in a subject. The microbe is Streptococcus pyrogenes. 
Yersinia pestxs, Vibrio cholerae, Haemophilus influenzae, 
Enterococcus faecalis, Helicobacter pylori, Mycobacterium 
tuberculosis, S. aureus, S. pneumoniae, Campylobacter jejuni, 
Treponema pallidum, Borrelia burgdorferi. Salmonella typhimurium, 
Escherichia coli, Neisseria meningitidis and Bacillus anthracis. The 
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disease is pharyngitis, scarlet fever, impetigo cellulites, buboni 
plague, pneumonic plague, cholera, pneumonia, urinary tract 
infection, peptic ulcer, gastritis, tuberculosis, 
staphyloenterotoxicosis, staphyloenterotoxemia, meningitis, 
infectious campylobacteriosis, syphilis, Lyme disease, food 
poisoning, hemorrhagic colitis, meningitis and septicaemia 
(claimed) • 
Dwg,0/0 
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Identifying biologically active agents comprises 
cloning transfected cells into a cell array, 
exposing the array to an agent to be tested, and 
detecting signals generated by a reporter molecul( 
as a result of exposure to the agent. 
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APPLICATION DETAILS: 
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APPLICATION DATE 

WO 2002-GB1946 20020429 



PRIORITY APPLN. INFO: GB 2001-11004 20010504 

AN 2003-120579 [11] WPIDS 

AB WO 200290992 A UPAB: 20030214 

NOVELTY - Screening (Ml) for identifying biologically active agents 

comprises: 

(i) providing a population of cells stably transfected with a 
nucleic acid encoding a reporter molecule; 

(ii) cloning the transfected cells into a cell array; 

(iii) exposing the array to at least one agent to be tested; 

and 

(iv) detecting a signal generated by the reporter molecule as 
result of exposure to the agent. 

DETAILED DESCRIPTION - Screening (Ml) for identifying 
biologically active agents, comprises: 
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(i) providing a population of cells which have been stably 
trans f acted with a nucleic acid molecule encoding a reporter 
molecule; 

(ii) cloning the transfected cells into a cell array; 

(iii) exposing the array to at least one agent to be tested; 

and 

(iv) detecting a signal generated by the reporter molecule as a 
result of exposure to the agent. 

INDEPENDENT CLAIMS are also included for the following: 

(1) An agent identified by Ml; 

(2) A cell or a cell array obtained by Ml; 

(3) Screening (M2) for the isolation of a gene, comprising: 

(a) steps (i)-(iv) of Ml; 

(b) extracting nucleic acid from a cell sample comprising the 
cell array; and 

(c) determining the sequence of at least part of the genomic 
region into which the nucleic acid encoding the reporter molecule 
has integrated; 

(4) Comparing the biological activity of a reference agent with 
at least one other agent, comprising: 

(a) steps (i) and (ii) of the above method; 

(b) preparing a duplicate array; 

(c) step (iii) of the above method; 

(d) exposing the duplicate array to a reference agent; and 

(e) detecting a signal generated by the reporter molecule as a 
result of exposure to the agent and to the reference agent; and 

(5) A vector comprising a reporter molecule, a splice acceptor 
site and an internal ribosome entry site, where the splice acceptor 
and the internal ribosome entry site are operably linked to 
facilitate expression of the reporter molecule. 

USE - The method is useful in identifying biologically active 
agents and the genes through which the agents act, in screening 
potential drugs for their ability to activate certain drug targets 
in a high-throughput assay, in identifying relationships between 
signaling pathways and specific signals that could be useful in 
eventually directing the differentiation of embryonic stem cells, 
and in toxicology assays by testing for unwanted activation or 
inhibition of specific signaling pathways. The vector is useful in 
carrying out the above methods (claimed) . 
Dwg.0/99 
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TITLE: New antisense nucleic acids, useful for identifying 

proteins or screening for homologous nucleic acids 
required for cellular proliferation to isolate 
candidate molecules for rational drug discovery 
programs . 

DERWENT CLASS: B04 D16 

INVENTOR(S): CARR, G J; FORSYTH, R A; HASELBECK, R; MALONE, C; 

OHLSEN, K L; TRAWICK, J D; WALL, D; WANG, L; XU, H 
H; YAMAMOTO, R; ZAMUDIO, C; ZYSKIND, J. W 
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L; (TRAW-I) TRAWICK J D; (WALL-I) WALL D; (WANG-I) 
WANG L; (XUHH-I) XU H H; (YAMA-I) YAMAMOTO R; 
(ZAMU-I) ZAMUDIO C; (ZYSK-I) ZYSKIND J W; (ELIT-N) 
ELITRA PHARM INC 

COUNTRY COUNT: 100 
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WO 2002077183 A2 20021003 (200302 ) * EN 863 

RW: AT BE CH CY DE DK EA ES FX FR GB GH GM GR IE IT KE LS LU MC 
MW MZ NL OA PT SD SE SL SZ TR TZ UG ZM ZW 
W: AE AG AL AM AT AU AZ BA BB BG BR BY BZ CA CH CN CO CR CU CZ 
DE DK DM DZ EC EE ES FI GB GD GE GH GM HR HU ID IL IN IS JP 
KE KG KP KR KZ LC LK LR LS LT LU^LV MA MD MG MK MN MW MX MZ 
NO NZ OM PH PL PT RO RU SD SE SG SI SK SL TJ TM TN TR TT TZ 
UA UG US UZ VN YU ZA ZM ZW 
US 2004029129 Al 20040212 (200412) 

APPLICATION DETAILS: 

PATENT NO KIND APPLICATION DATE 



WO 2002077183 A2 
US 2004029129 Al Provisional 
Provisional 



WO 2002-US9107 20020321 

US 2001-342923P 20011025 

US 2002-362699P 20020306 

US 2002-282122 20021025 



PRIORITY APPLN. INFO: US 2002-362699P 20020306; US 2001-815242 

20010321; US 2001-948993 20010906; US 
2001-342923P 20011025; US 2002-72851 20020208 

AN 2003-029926 [02] WPIDS 

CR 2001-611495 [70]; 2002-575374 [61]; 2003-479541 [45] 

AB WO 200277183 A UPAB: 20040218 

NOVELTY - Isolated nucleic acid comprising any one of the 6213 
sequences given in tlie specification where expression of the nucleic 
acid inhibits proliferation of a cell, is new. 

DETAILED DESCRIPTION - INDEPENDENT CLAIMS are also included 

for: 

(1) a vector comprising a promoter operably linked to the 
nucleic acid encoding a polypeptide whose expression is inhibited by 
the antisense nucleic acid; 

(2) a host cell containing the vector; 

(3) an isolated polypeptide or its fragment whose expression is 
inhibited by the antisense nucleic acid; 

(4) an antibody capable of specifically binding the 
polypeptide; 

(5) producing the polypeptide; 

(6) inhibiting cellular proliferation or the activity of a gene 
in an operon required for proliferation; 

(7) identifying a compound that influences the activity of the 
gene product or that has an activity against a biological pathway 
required for proliferation, or that inhibits cellular proliferation; 

(8) identifying a conpound or nucleic acid that reduces the 
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activity or level of the gene product required for proliferation or 
that interacts with the gene or gene product to inhibit cellular 
proliferation; 

(9) a composition comprising the antisense nucleic acid or its 
proliferation-inhibiting portion in a carrier; 

(10) identifying a gene required for cellular proliferation or 
the biological pathway in which a proliferation-required gene or its 
gene product lies or a gene on which the test compound that inhibits 
proliferation of an organism acts; 

(11) manufacturing an antibiotic; 

(12) profiling a compound's activity; 

(13) a culture comprising strains in which the gene product is 
overexpressed or underexpressed; 

(14) determining the extent to which each of the strains is 
present in a culture or collection of strains; or 

(15) identifying the target of a compound that inhibits the 
proliferation of an organism. 

USE - The antisense nucleic acids are useful for identifying 
proteins or screening for homologous nucleic acids required for 
cellular proliferation to isolate candidate molecules for rational 
drug discovery programs^ or for screening homologous nucleic acids 
required for proliferation in cells other than S. aureus, S, 
typhimurium, K. pneumoniae or P. aeruginosa. 
Dwg.0/18 
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TITLE: Modifying a bacterium to enhance immunogenicity, as 

vaccines for preventing bacterial infections, e.g. 
tuberculosis comprises reducing the activity of an 
anti-apoptotic enzyme, e.g. superoxide dismutase 
produced by the bacterium. 

DERWENT CLASS: B04 D16 

INVENTOR (S): BOCHAN, M R; KERNODLE, D S 
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NO NZ OM PH PL PT KG RU SD SE SG SI SK SL TJ TM TR TT TZ UA 
UG US UZ VN YU ZA ZM ZW 
EP 1361794 A2 20031119 (200377) EN 

R: AL AT BE CH CY DE DK ES FI FR GB GR IE IT LI LT LU LV MC MK 
NL PT RO SE SI TR 
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EP 2002-706163 
WO 2002-US3451 



20020207 
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PATENT NO 
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WO 2002062298 A2 
EP 1361794 A2 



FILING DETAILS: 

PATENT NO KIND 



EP 1361794 A2 Based on WO 2002062298 

PRIORITY APPLN. INFO: US 2001-322989P 20010918; US 2001-267328P 

20010207 
AN 2002-643387 [69] WPIDS 
AB WO 200262298 A UPAB: 20040115 

NOVELTY - Modifying (Ml) a bacterium to enhance immunogenicity of 
the bacterium comprising reducing the activity of an anti-apoptotic 
enzyme produced by the bacterium, where the bacterium has enhanced 
immunogenicity in a subject, is new. 

DETAILED DESCRIPTION - INDEPENDENT CLAIMS are also included 

for: 

(1) a modified bacterium (I) made by (Ml); 

(2) an immunogenic composition con^rising (I); 

(3) an attenuated intracellular bacterium, further modified to 
reduce the activity of an anti-apoptotic enzyme of the bacterium; 

(4) modifying a bacterium (M2) so it retains or increases 
immunogenicity but loses or reduces pathogenicity in a subject, 
comprising reducing but not eliminating an activity of an enzyme, 
produced by the bacterium, where reducing the activity of the enzyme 
attenuates the bacteriiam; 

(5) bacteria modified by (M2) ; 

(6) a composition (II) comprising any of the bacterium, and a 
carrier; 

(7) producing (M3) an immune response by an immune cell of the 
subject, comprising contacting the cell wall with (II) or 
administering (II) to the subject; and 

(8) preventing (M4) an infectious disease in a subject, 
comprising administering to the subject (II) . 

ACTIVITY - Antibacterial; Tuberculostatic. 
No biological data given. 

MECHANISM OF ACTION - Vaccine; Superoxide dismutase inhibitor. 

USE - (Ml) is useful for preventing bacterial infections, e.g. 
tuberculosis (claimed) . The attenuated intracellular bacterium is 
useful as a vaccine for preventing bacterial infections. 
Dwg.0/25 
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Nucleic acid encoding a DNA polymerase III 
holoenzyme delta subunit from bacteria, useful for 
screening agents that modulate the subunit activity 
which is useful in the treatment of bacterial 
infections e.g. S. pyogenes and S. aureus. 
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WO 200206532 A UPAB: 20040324 

NOVELTY - Nucleic acid encoding a DNA polymerase III holoenzyme 
delta subunit from bacteria, is new. 

DETAILED DESCRIPTION - INDEPENDENT CLAIMS are included for the 
following: 

(1) a method (Ml) for identifying a bacterial DNA polymerase 
holoenzyme delta subunit protein from at least one completely 
sequenced genome comprising: 

(a) providing a database of sequence information for a 
plurality of different organisms; 

(b) setting an inclusion threshold to a level sufficient to 
minimize the number of required iterations; 

(c) selecting the organisms to be searched where the selected 
organisms are candidate organisms; 

(d) providing the amino acid sequence of the delta subunit 
protein from a reference organism; 

(e) comparing the sequences of the candidate organisms and the 
reference organism; 

(f) excluding known DnaX proteins and known delta' proteins 
from further steps; 

(g) selecting proteins comprising between 300 and 400 amino 
acids ; 

(h) selecting a delta candidate from a candidate organism 
comprising selecting sequence with the lowest E score from the 
candidate organism; and 

(i) optionally repeating steps (e)-( g) where the sequences of 
the candidate organisms are sequences selected in step (h) , where a 
bacterial DNA polymerase holoenzyme delta subunit protein may be 
identified; 

(2) a method (M2) for identifying a delta protein from at least 
one partially sequenced genome comprising identifying a delta 
protein according to Ml, where the selecting of step (c) comprises 
selecting all organisms in the database for search which are not 
completely sequenced; 

(3) a method (M3) for identifying a bacterial DNA polymerase 
holoenzyme delta protein from at least one completely sequenced 
genome; 

(4) a bacterial DNA polymerase III holoenzyme delta subunit 
protein identified by Ml or M3; 

(5) a method for identifying a delta protein from at least one 
target organism comprising identifying a delta protein from an 
evolutionarily related organism, and performing a search for a 
similar sequence in the sequence of the target organism; 

(6) an isolated bacterial DNA polymerase delta subunit protein, 
where the delta subunit protein is not a member of the group 
consisting of an E. coli delta subunit protein, a Haemophilis 
influenzae delta subunit protein, and a Neisseria meningitides delta 
subunit protein; 

(7) an isolated bacterial DNA polymerase delta subunit protein, 
where the delta subunit protein is not a member of the group 
consisting of a gamma division of proteobacteria delta subunit 
protein and a beta division of proteobacteria delta subunit protein; 

(8) an isolated bacterial DNA polymerase delta subunit protein, 
where the delta subunit protein is a gram-positive bacteria delta 
subunit protein, where the delta subunit protein is a member of an 
S. pyogenes delta subunit protein, an S. aureus delta subunit 
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protein, and an S. pneumoniae delta subunit protein; 

(9) an isolated bacterial DNA polymerase delta subunit protein, 
where the delta subunit protein is a phylum Firmicutes delta subunit 
protein; 

(10) an isolated bacterial DNA polymerase delta subunit protein 
(PI), where the delta subunit protein is selected from Bacillus 
subtilis, Aquifex aeolicus, or Thermatoga maritima delta subunit 
protein; 

(11) an antibody (ABl) , where the antibody is capable of 
specifically binding to at least one antigenic determinant on the 
protein encoded by PI; 

(12) a method (M4) for producing anti-DNA polymerase III delta 
subunit antibodies; 

(13) a method for detecting DNA polymerase III delta subunit 
protein; 

(14) an isolated nucleic acid (Nl) selected from: 

(a) an isolated bacterial nucleic acid molecule comprising a 
sequence encoding: 

(i) a protein selected from one of the 53 amino acid sequences 
(SI) defined in the specification; or 

(ii) a protein selected from a protein having at least 95% 
secjuence identity to an amino acid sequence of (i) ; and 

(b) an isolated bacterial nucleic acid molecule which is fully 
complementary to any the nucleic acid molecule in (a) ; 

(15) a recombinant molecule comprising at least a portion of a 
bacterial DNA polymerase III holA nucleic acid molecule of Nl; 

(16) recombinant cells comprising at least a portion of a 
bacterial DNA polymerase III holA nucleic acid molecule of Nl; 

(17) a method (M5) for detection of nucleic acid molecules 
encoding at least a portion of DNA polymerase III delta subunit in a 
biological sample; 

(18) a method for detecting DNA polymerase III delta subunit 
expression, including expression of modified or mutated DNA 
polymerase III delta subunit proteins or gene sequences; 

(19) a method of screening (M6) or identifying (M7) a compound 
that modulates the activity of a DNA polymerase III replicase; 

(20) a method (M8 ) of identifying compounds that modulate the 
activity of a DnaX complex and a beta subunit in stimulating a DNA 
polymerase replicase; 

(21) a method (M9) to identify compounds that modulate the 
ability of a beta subunit and a DnaX complex (or a subunit or 
subassembly of the DnaX complex) to interact; 

(22) a method (MIO) to identify compounds that modulate the 
ability of a DnaX complex (or a subassembly of the DnaX complex) to 
assemble a beta subunit onto a DNA molecule; 

(23) a method (Mil) to identify compounds that modulate the 
dATP/ATP binding activity of a DnaX complex or a DnaX complex 
subunit (e.g. tau subunit); 

(24) a method (M12) to identify compounds that modulate the 
dATP/ATP activity of a DnaX coirplex or a DnaX complex subunit (e.g. 
tau subunit) ; 

(25) a method (M13) for identifying compound that modulate the 
activity of a DNA polymerase replicase; 

(26) a method (M14) to identify compound that modulate the 
ability of a delta subunit and the delta* and/or DnaX subunit to 
interact; 
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(27) a compound that modulates the activity of a DNA polymerase 
III replicase identified by M6-M14; 



(28) 
(29) 
molecule; 
(30) 
(31) 



a method (Ml 5) of synthesizing a DNA molecule; 

a method (M16) of amplifying a double-stranded DNA 



a method (M17) of amplifying nucleic acid sequences; and 
a method (M18) of synthesizing DNA which comprises 
utilizing one or more polypeptides comprising an amino acid sequence 
having at least 95% sequence identity to an amino acid sequence from 
SI. 

ACTIVITY - Antibacterial; Tuberculostatic; Antileprotic. 
No biological data given. 

MECHANISM OF ACTION - DNA- Polymerase- Inhibitor-Ill . 

USE - The methods are useful for screening for bacterial DNA 
polymerase holoenzyme delta subunit proteins and agents that 
modulate their activity. The agents are useful in the treatment of 
bacterial infections e.g. S. pyogenes, S. aureus, S. pneumoniae. 
Mycoplasma, Yersinia, Corynebacterium, Salmonella (claimed), 
Mycobacteritmi tuberculosis or M. leprae. 

ADVANTAGE - Provides a convenient means of identifying 
compounds which modulate DNA replication in bacteria and therefore 
provide antibacterial targets, and which are also useful for 
airplification of DNA. 
Dwg.0/26 
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Co-immunisation with a plasmid DNA cocktail primes 
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Last Updated on STN: 20030221 

Entered Medline: 20030219 . ^ 

The protective antigen (PA) of Bacillus anthracis and the v 
antigen of Yersinia pestis are potent immunogens 

and candidate vaccine sub-units. When plasmid DNA encoding either 
PA or V antigen was used to immunise the Balb/c 
mouse, a low serum IgG titre was detected (log (10)1.0 or less) 
which was slightly increased by boosting with plasmid DNA, However, 
when mice immunised with plasmid DNA were later boosted with the ^ 
respective recombinant protein, a significant 

increase in titre (up to 100-fold) was observed. Mice primed with a 
combination of each plasmid and boosted with a combination of the 
recombinant proteins, were fully protected (6/6) against challenge 
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with Y. pestis. This compared favourably with mice primed 
only with plasmid DNA encoding the V antigen and 
boosted with rV, which were partially protected (3/6) against 
homologous challenge or with mice primed and boosted with plasmid 
DNA encoding the v antigen which were poorly 

protected (1/6) . Combined immunisation with the two plasmid DNA 
constructs followed by boosting with a combination of the encoded 
recombinant proteins enhanced the protective immune response to Y. 
pestis compared with priming only with plasmid DNA encoding 
the V antigen and boosting with rV. This 

enhancement may be due to the effect of CpG motifs known to be 
present in the plasmid DNA construct encoding PA. 
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Composition useful for intra-nasal administration 
of vaccines for treating infection comprises agent 
encapsulated within microspheres having polymer of 
specific diameter and molecular weight. 
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W: AE AG AL AM AT AU AZ BA BB BG BR BY BZ CA CH CN CR CU CZ DE 
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JP 2003527413 W Based on WO 2001070200 



PRIORITY APPLN. INFO: GB 2001-1094 20010116; GB 2000-6770 

20000322 
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NOVELTY - Pharmaceutical composition comprises an agent (1) capable 
of generating a biological effect. A first amount of (1) is 
encapsulated within microspheres and a second amount of (1) is in a 
form having higher bioavailability than the first amount. The 
microspheres comprise polymer having a molecular weight in excess of 
94 kDa and a maximum diameter of 20 mu m, 

DETAILED DESCRIPTION - An INDEPENDENT CLAIM is included for the 
preparation of a pharmaceutical composition which comprises 
encapsulating (1) in a polymeric material having high molecular 
weight to form microspheres with a mean diameter of less than 20 mu 
m and then combining the microspheres with a further amount of (1) ' 
in a more highly bioavailable form. 

ACTIVITY - Antibacterial. 

The V antigen (of Yersinia pestis 
expressed as a fusion of protein with glutathione-s- 
transferase (GST) in Escherichia coli) (4.2 mg) and lyophilized Fl 
antigen (5.9 mg) was suspended in an aqueous 2.5% solution of 
polyvinyl alcohol (PVA) 13-23 KDa (0.5 ml; 88% hydrolyzed) . This 
suspension was mixed with poly-L-lactide (250 mg, molecular weight 
100 KDa) dissolved in dichloromethane (DCM) (5 ml) and the mixture 
sonicated for 2 minutes at 60W on ice. The resultant primary 
• emulsion was added to a secondary aqueous phase (75 ml) containing 
PVA (5 w/v%) and stirred for 8 minutes. The solvent was evaporated 
at ambient temperature, and the resultant microspheres (MDVF) were 
recovered and then lyophilized. Free Fl and V proteins 
were added to a suspension of MDVF microspheres in sterile saline. 

Dosage units were prepared comprising spheres containing 18-20 
mu g of each protein (maximum 40 mug of protein) 
and 20 mu g of each of the free proteins. The total of Fl 
and V delivered was 40 mu g per animal. Mice were dosed nasally on 
one occasion only with a suspension of these microspheres, delivered 
in phosphate-buffered saline. Control mice received empty spheres 
prepared similarly but without encapsulating protein and 
mixed with free Fl and V proteins to give total dose per 
mouse of Fl (40 mu g) + V (40 mu g) . Immunized mice were challenged 
subcutaneously at day 60 after the single primary dose with 104 cfu 
of virulent Yersinia pestis and at day 74 with 106 cfu Y. 
pestis. Survival of the immunized mice was: 10/10 at 104 cfu 
Y. pestis and 9/10 at 106 cfu Y. pestis for the 
test; and 4/10 at 104 cfu Y. pestis and 3/10 at 106 cfu Y. 
pestis for the control, respectively. The results showed 
that the test showed good survival rates as compared to the control . 

MECHANISM OF ACTION - None given in source material. 

USE - Used for intra-nasal administration of vaccines to 
mucosal surfaces in a single shot vaccination for treating or 
protecting against infection (claimed) . 

ADVANTAGE - (1) Generates a protective immune response in an 
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animal to which it is administered against Y, pestis. The 
microencapsulated formulation produces high levels of efficacy when 
administered to the mucosal surface. 
Dwg.0/0 
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NOVELTY - Use of a polycationic carbohydrate (I) or a derivative as 
an iiranuno stimulant, is new. 

DETAILED DESCRIPTION - INDEPENDENT CLAIMS are included for: 

(1) a composition (A) containing (I) and a biologically active 
agent (11) capable of generating a protective immune response;; and 

(2) methods for producing (A) comprising encapsulating (II) in 
a first material in the presence of (I) or forming a microsphere, 
depositing a layer of (I) on it and then adsorbing (II) . 

ACTIVITY - Immunostimulant ♦ 
MECHANISM OF ACTION - None given, 

USE - (I) is used as an immunostimulant and (II) is used to 
generate a protective immune response against tetanus, diphtheria or 
Y. pestis, in the form of a vaccine (all claimed) . 

ADVANTAGE - (I) act as adjuvants, producing an increase in the 
immune response to (II) which persists for considerably longer than 
would be expected as a result only of absorption enhancing effects. 
Dwg,0/6 
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NOVELTY - A transdermal vaccine 
carrier, a compound which specifically releases or induces (anti-) 
cytokine activity and a (mixture of) antigen or allergen, is new. 
DETAILED DESCRIPTION.- A transdermal vaccine comprises: 



(I) comprising a transdermal 
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(a) a transdermal carrier; 

(b) a compound which specifically releases or induces cytokine 
or anti-cytokine activity or exerts such an activity itself; and 

(c) a (mixture of) antigen or allergen. 

The transdermal carrier is a penetrant, suspended or dispersed 
in an aqueous solvent, in the form of a minute fluid droplet 
surrounded by a membrane like coating of one or several layers of at 
least two different substances or two different forms of a substance 
with the tendency to aggregate. The substances differ by at least a 
factor of 10 in solubility in a preferably aqueous , liquid medium, 
so that the average diameter of homoaggregates of the more soluble 
substances or heteroaggregates of both substances is smaller than 
the average diameter of the homoaggregates of the less soluble 
substance. The more soluble component tends to solubilize the 
penetrating droplet. The content of this component amounts to up 
to 99 mol-% of the concentration required to solubilize the droplet, 
or to 99 mol-% of the saturating concentration in the unsolubilized 
droplet, whichever is highest. The elastic deformation energy of 
the droplet surrounding the membrane like coating is at least 5 
multiply lower, more preferably more than 10 multiply lower than 
that of the red blood cells or of the phospholipid bilayer with 
fluid aliphatic chains. 

INDEPENDENT CLAIMS are also included for the following: 

(1) a kit comprising, in a bottled or otherwise packaged form, 
at least one dose of (I); and 

(2) generating a protective immune response on a mammal with 

(I). ! 

ACTIVITY - Immunostimulant. 

No supporting biological data given. 

MECHANISM OF ACTION - Vaccine. 

No supporting biological data given. 

USE - For inducing a protective or tolerogenic immune response 
on human or animal skin (claimed). 

ADVANTAGE - The vaccine provides immunization without local 
irritation, 
Dwg.0/14 
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NOVELTY - An isolated bacterial extracellular signaling factor (A) 
comprising- at least one polar, uncharged molecule, having a 
molecular weight below 1000 kDa, and interacting with LuxQ protein 
to induce expression of a Vibrio harveyi operon, comprising the 
luminescence genes luxCDABE, is new. 

DETAILED DESCRIPTION - INDEPENDENT CLAIMS are also included for 
the following: 

(1) an isolated bacterial signaling factor, comprising formula 
(I) or (II) 

(2) an optically active isomer of (11); 

(3) method for identifying a compound (III) that regulates 
activity of a signaling factor (SF) , comprising: 

' (a) contacting SF with (III); 

(b) measuring the activity of SF in the presence and absence of 
(III), and comparing the values; and 

(c) identifying a compound regulating the activity of (III) ; 

(4) method for detecting an autoinducer molecule (IV) in a 
saitple, comprising: 

(a) contacting the sample with a bacterial cell, or extract, 
comprising biosynthetic pathways that produce light in response to 
an exogenous autoinducer, the cell has at least two alterations in 
gene loci that participate in autoinducer pathways, the alterations 
inhibit detection of one autoinducer and the production of another; 
and 

(b) measuring the light produced by the cell, or extract; 

(5) bacterial cell having at least two distinct alterations in 
gene loci involved in autoinducer pathways, the alterations inhibit 
detection of one autoinducer and the production of another; 

(6) method for identifying an autoinducer analog (V) that 
regulates activity of (V), comprising: 

(a) contacting a bacterial call, or extract, comprising 
biosynthetic pathways which produces light in response to an 
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autoinducer, with (V) ; and 

(b) comparing the amount of light produced by the cell, or 
extract, in the presence and absence of (V) , a change in the 
production indicates a (V) which regulates autoinducer activity; 

(7) production of autoinducer-2 (IV-2) by reacting 
S-adenosylhomocysteine (SAH) or S-ribosylhomocysteine (SRH) with a 
LuxS protein; 

(8) production of autoinducer-2, comprising: 

(a) contacting SAH with a 5 ' -methyl thioadenosine/S- 
adenosylhomocysteine nucleosidase (pfs) protein, to promote 
conversion of SAH to SRH; and 

(b) contacting SRH with LuxS protein, to promote conversion of 
SRH to autoinducer-2; 

(9) method for detected a (IV) -associated bacterial biomarker, 
comprising: 

(a) contacting at least one bacterial cell with an autoinducer 
molecule, to promote induction of a bacterial biomarker; and 

(b) detecting the bacterial biomarker; 

(10) method for detecting a target compound (VI) that binds to 
LuxP protein, comprising contacting the LuxP protein with the target 
compound, and detecting the binding of the compound to LuxP; 

(11) method for regulating formation of bacterial biofilm by 
treatment with a compound that regulates {IV-2) activity, comprising 
contacting a bacterium capable of biofilm formation with a compound 
capable of regulating biofilm formation, the compound regulates 
(IV-2) activity; 

(12) isolated nucleic acid (VII) that encodes a protein (VIII) 
necessary for biosynthesis of (A) ; 

(13) a recombinant DNA comprising a vector that contains (VII); 

(14) polypeptides produced by expressing (VII); 

(15) an isolated nucleic acid (IX) having a 519, 516, or 492 
nucleotide sequence, all fully defined in the specification, or a 
variant or natural mutant of the sequence, a sequence hybridizing 
with it, or its complement, or a sequence encoding a 172, 171, or 
164 residue amino acid sequence, all fully defined in the 
specification; 

(16) a recombinant DNA molecule comprising a vector containing 

(IX); 

(17) a polypeptide produced by expression of (IX) ; 

(18) purifying (A), comprising: 

(a) growing bacterial cells that produce (A) ; 

(b) separating the cells from the culture medium; 

(c) incubating the cells in a solution having high osmolarity, 
under conditions promoting production and secretion of protein from 
the cells; 

(d) separating the cells from the solution; and 

(e) purifying the factor from the solution; 

(19) purified (A) from the method of (18); and 

(20) kit comprising the cells of (5) . 

Rl, R2, R3, and R4 = independently e.g. hydrido, halo, alkyl, 
haloalkyl, cycloalkyl, cycloalkenyl, heterocyclyl, methyl, cyano, 
alkoxycarbonyl, amino, carboxyl, hydroxyl, formyl, nitro, fluoro, 
chloro, bromo,aryl, heteroaryl, arakyl, heteroarylalkyl, 
alkylsulfonyl, hydroxyalkyl, mercaptoalkyl, alkoalkyl, aryloxyalkyl, 
heteroaryloxyalkyl, aralkyloxyalkyl, heteroarylalkyloxyalkyl, 
alkyl thioalkyl, arylthioalkylphenyl, cyclohexyl, furyl, imidazolyl. 
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pentyl, hexyl, trichloromethyl, dichloropropyl, n-butoxy, 

methyl carbonyl, ethanoxycarbonylethyl, thienyl, or methyl enedioxy. 

ACTIVITY - Antibacterial. 

MECHANISM OF ACTION - (A) regulators. 

USE - (A) are used to identify specific regulators which are 
used to regulate production of bacterial biofilm, and as potential 
antibacterial agents, e.g. for treating infections in fish caused by 
V. angufflarum or Aeromonas species. (A) can also be used as 
bacterial culture additives to stimulate cellular metabolism, growth 
or repair, e.g. for cultures being used to produce antibiotics. 
Genes and their derived proteins involved in synthesis of (A) are 
also useful as therapeutic targets, including for development of 
vaccines, which may have a broad spectriun of activity since common 
antigenic determinants may be present in the LuxP and LuxQ proteins. 
luxS DNA, or its fragments, are useful as probes and primers and for 
recombinant production of proteins, and which are used to raise 
antibodies or to produce crystals for structure determination, used 
in rational drug design. . 
Dwg.0/16 
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NOVELTY - Saponin derivatives comprising a triterpene aglycone core 
substituted at positions 3 and 28 with a mono-or oligosaccharide are 
new. 

DETAILED DESCRIPTION - A compound comprising a triterpene 
aglycone core wherein the core has a mono or oligo-saccharide 
covalently attached at position 3, a fucosyl residue covalently 
attached at position 28, wherein the fucosyl residue is optionally 
substituted with a mono- or oligo-saccharide and has a lipophilic 
group other than 3, 5-dihydroxy-6-methyloctanoyl covalently attached 
to the 4 position, and a formyl or formylmethyl group covalently 
attached to the core at a position other than the 3 or 28 position. 

An INDEPENDENT CLAIM is also included for a vaccine for human 
or veterinary use which comprises: 

(a) one or more bacterial, viral, protozoal or tumor associated 
antigens ; and 

(b) one or more of the claimed saponin derivatives. 
ACTIVITY - Iramunopotentiators . 

MECHANISM OF ACTION - None given. 

USE - (I) are used as adjuvants in vaccine compositions used to 
vaccinate against bacteria, viruses, protozoa or tumors. 
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NOVELTY - Use of immunoactive agents in the production of medicines 

comprising particles associated with at least 1 immunoactive agent, 

is new. 

DETAILED DESCRIPTION - INDEPENDENT CLAIMS are also included for 
the following: 
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(1) system for administration of bioactive agent to a subject 
comprising an administration apparatus with a powder containing 
reservoir, where the powder comprises particles associated with 
bioactive agents; 

(2) a composition comprising perforated microstructures with a 
bulk density of less than 0.5 g/cm3, that are associated with 
immunoactive agents; and 

(3) use of bioactive agents in the production of medicines 
comprising particles associated with at least 1 immunoactive agent. 

ACTIVITY - Immunomodulatory; antibacterial; antiviral; 
amebicide; protozoacide; fungicide. 

MECHANISM OF ACTION - Vaccine; gene therapy. 

USE - The compounds produced using the immuno- or bioactive 
agents are used to modulate the immune system, e.g. by eliciting an 
immune response to foreign antigens or pathogenic particles, 
inducing localized or systemic passive immunity, stimulating immune 
response or down-regulating immune reaction (claimed) . The 
compositions are used in inhaled vaccines (claimed) comprising 
target antigens such as hemagglutinin, nucleoprotein, M 
protein, F protein/ HBS protein/ gpl20 
protein of HIV, nef protein of HIV or 

listertiolysine in influenza virus, cytomegalovirus, herpes virus 
(HSV-1 and 2), vaccinia virus, hepatitis virus (including hepatitis 
A, B, C, D) , varicella virus, rotavirus, papilloma virus, measles 
virus, Epstein-Barr virus, eoxsackie virus, polio virus, 
enterovirus, adenovirus, retrovirus (including HIV-1 and -2), 
respiratory syncytial virus, rubella virus, streptococci (e.g. S. 
pneumoniae), staphylococci (e.g. S. aureus). Hemophilus 
(e.g. H. influenzae). Listeria (e.g. L. monocytogenes), Klebsiella, 
Gram-negative bacilli, Escherichia (e.g. E. coli). Salmonella (e.g. 
S. typhimurium) , Vibrio (e.g. V. cholerae) , Yersinia (e.g. Y. 
pestis or Y. enterocoliticus ) , Enterococci, Neisseria (e.g. 
N. meningitidis), Corynebacterium (e.g. C. diphtheriae) , Clostridium 
(e.g. C. tetani). Mycoplasma (e.g. M. tuberculosis), Candida, 
Aspergillus, Mucor, toxoplasma, amoeba, malarial parasites, 
trypanosomal parasites, leishmanial parasites and helminths. The 
compositions may also be used to establish passive and active 
immunity via inhalational therapies and for hormonal regulation or 
gene therapy. 

ADVANTAGE - The compounds produced are stable and do not 
require freezing or refrigeration to maintain activity. The 
compounds also show reduced throat deposition. 

DESCRIPTION OF DRAWING (S) - The diagram shows systemic antibody 
responses to IgG administered intratracheally . 
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V antigen of Yersinia ^pestis is a 
multifunctional protein that has been implicated as a protective 
antigen, a virulence factor, and a regulatory protein. 
A series of V-antigen truncates 

expressed as glutathione S- transferase (GST) fusion proteins (GST-V 
truncates) have been cloned and purified to support immunogenicity 
and functionality studies of v antigen. 

Immunization studies with GST-V truncates have identified 

two regions of v antigen that confer protection 

against Y. pestis 9B (a fully virulent human pneumonic 

plague isolate) in a mouse model for plague. A minor protective 

region is located from amino acids 2 to 135 (region I), and a major 

protective region is found between amino acids 135 and 275 (region 

II) . In addition, analysis of IgG titers following immunization 

suggested that the major antigenic region of V 

antigen is located between amino acids 135 and 245. A panel 

of monoclonal antibodies raised against recombinant v 

antigen was characterized by Western blotting against GST~V 

truncates, and epitopes of most of the monoclonal antibodies were 

mapped to region I or II. Monoclonal antibody 7.3, which recognizes 

an epitope in region II, passively protected mice against challenge 

with 12 median lethal doses of Y. pestis GB, indicating 

that region II encodes a protective epitope. This is the first 

report of a y-antigen-specif ic monoclonal 

antibody that will protect mice against a fully virulent strain of E 
pestis. The combined approach of passive and active 
immunization has therefore confirmed the importance of the central 
region of the protein for protection and also identified a 
previously unknown protective region at the N terminus of V 
antigen . 



L6 ANSWER 20 OF 
ACCESSION NUMBER: 
DOCUMENT NUMBER: 
TITLE: 



AUTHOR: 

CORPORATE SOURCE: 

SOURCE: 

PUB. COUNTRY: 
DOCUMENT TYPE: 



33 MEDLINE on STN DUPLICATE 3 

97230287 MEDLINE 
PubMed ID: 9119451 

Resistance to lipopolysaccharide mediated by the 
Yersinia pestis V antigen 

-polyhistidine fusion peptide: amplification of 
interleukin-10 . 

Nedialkov Y A; Motin V L; Brubaker R R 
Department of Microbiology, Michigan State 
University, East Lansing 48824-1101, USA. 
Infection and immunity, (1997 Apr) 65 (4) 1196-203, 
Journal code: 0246127. ISSN: 0019-9567. 
United States 

Journal; Article; (JOURNAL ARTICLE) 



Searcher : Shears 571-272-2528 



10/694614 



LANGUAGE: English 

FILE SEGMENT: Priority Journals 

ENTRY MONTH: 199704 

ENTRY DATE: Entered STN: 19970506 

Last Updated on STN: 19970506 

Entered Medline: 19970424 
AB We previously showed that injection of homogenous 
staphylococcal protein A-V 

antigen fusion peptide into mice delayed allograft rejection 
and suppressed the major proinflammatory cytokines tumor necrosis 
factor alpha (TNF-alpha) and gamma interferon (IFN-gamma) associated 
with generation of protective granulomas • This study was undertaken 
to determine if V antigen could prevent 

endotoxic shocks known to be mediated by excessive production of 
certain proinflammatory cytokines. After treatment with 50 microg 
of homogeneous v antigen-polyhistidine fusion 

peptide (Vh) , the 50% lethal dose of purified lipopolysaccharide 
(LPS) in BALB/c mice immediately rose from 63 microg (normal 
controls) to 318 microg, fell to near baseline (71 microg) in 6 h, 
and then slowly rose to a maximum of 566 microg at 48 h before again 
returning to normal. Injected Vh alone (50 microg) promptly induced 
the anti-inflammatory cytokine interleukin-10 (IL-10) as well as 
modest levels of TNF-alpha (an inducer of IL-10) in spleen. 
Concomitant injection of Vh and an otherwise lethal dose of LPS (200 
microg) dramatically decreased levels of TNF-alpha and IFN-gamma in 
the spleen and peritoneal lavage fluid as coit^ared to values 
determined for LPS alone. These results would be expected if 
V antigen directly up- regulated IL-10 that is 

reported to generally down- regulate proinflammatory cytokines. Mice 
receiving 200 microg of LPS 48 h after injection of Vh exhibited 
patterns of cytokine synthesis similar to those observed in 
endotoxin-tolerant mice, a condition also reported to be mediated by 
IL-10. These findings suggest that v antigen 

serves as a virulence factor by amplifying IL-10, thereby repressing 
proinflammatory cytokines required for expression of cell-mediated 
immunity. 
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AB V antigen is an established virulence factor of 

Yersinia pestis, the causative agent of bubonic plague. 
Injection of homogenous staphylococcal protein 
A-V antigen fusion peptide into mice was 

previously found to suppress tumor necrosis factor-alpha and 
interf eron-gamma necessary for generation of protective granulomas. 
Here, we show that BALB/c mice receiving daily intraperitoneal 
injections of 100 microg of control protein A 
initiated rejection of C57BL/6 mouse tail skin grafts after 
6.2+/-1.1 days. This time doubled to 12 .2+7-1 .4 days upon similar 
administration of protein A-V 

antigen fusion peptide (P<0.001); times of total allograft 
retention remained constant. This finding indicates that V 
antigen can postpone inflammation known to be associated 
with recognition and destruction of foreign tissue by T lyit^hocytes . 
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AB The fiber optic biosensor performs f luoroimmunoassays at the surface 
of multimode optical fibers. The effectiveness of protein A, an 
immunoglobulin binding protein, for antibody immobilization on the 
surface of these fiber probes has been investigated. No difference 
was observed in the binding of f lucres cently-labeled goat-IgG by 
rabbit anti-goat IgG regardless of whether the capture antibody was . 
bound to the probe surface via protein A or covalently attached. 
However, in a sandwich immunoassay for the Fl antigen of Yersinia 
pestis, probes with rabbit anti-plague IgG bound to the 
surface via protein A generated twice the signal as probes with the 
antibody covalently attached. Assay regeneration was also examined 
with protein A probes since antibody-antigen complexes have been 
successfully eluted from protein A under low pH conditions. Protein 
A probes coated with rabbit anti-goat IgG obtained nearly identical 
signal levels at 500 and 5000 ng/ml of Cy5.5 goat IgG five 
consecutive times following regeneration with glycine-HCl, 2% acebirB-- 
acid, pH 2.5. 
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AB The structural gene for V antigen (IcrV 

) is known to be encoded within the IcrGVH-yopBD operon of the 
approximately 70-kb low- calcium- response or Lcr plasmid of Yersinia 
pestis. This 37-kDa monomeric peptide was reported to 
provide active immunity in mice, suppress inflammatory cytokines, 
• and regulate expression of the low calcium response (Lcr+) . Here we 
describe pVHB62, encoding a polyhistidine-V 
antigen fusion peptide (Vh) and linked LcrH. Vh underwent 
degradation from both the C terminus and N terminus during classical 
chromatographic fractionation but remained intact within two 
. compartments during Ni2+ affinity chromatography. The first was 
homogeneous, capable of active immunization (mouse intravenous 50% 
lethal dose, > 10(7) bacteria), and stable at 4 degrees C. The 
second remained bound to the affinity column but could be eluted as 
a mixture of Vh, LcrH, and low-molecular-weight material by 
application of 6 M guanidine HCl. This mixture was dialyzed, 
denatured in 8 M urea, and again applied to the affinity column, 
which then hound Vh but not LcrH. The latter was recovered and 
renatured, and low-molecular-weight material was removed by 
biochemical fractionation. The resulting homogeneous LcrH bound 
protein AN antigen fusion peptide but not protein 
A in a sandwich enzyme-linked immunosorbent assay, and this 
reaction was inhibited by Vh. These observations indicate that LcrH 
normally binds v antigen in bacterial cytoplasm 

and suggest that only free LcrH down-regulates expression of the low 
calcium response. 
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PRIORITY APPLN. INFO: GB 1994-4577 19940308 

AN 1995-328268 [42] WPIDS 

AB WO 9524475 A UPAB: 19960115 

New recombinant DNA (I) is able to transform a microorganism so 
that, when the microorganism is admin, orally to humans or animals, 
it expresses a protein or peptide (A) that generates a 
protective immune response against Yersinia pestis. (A) is 
the Y. pestis V- antigen, or a fragment 

of it that contains a protective epitope. Also new are: (1) plasmids 
containing (I); and (2) microorganisms transformed with (I) or the 
plasmids . 

USE - Transformed microorganisms are useful in vaccines to 
protect against Y. pestis infection (plague) . 

ADVANTAGE - The transformed cells are able to colonise the gut 
and systemically invade the body. They stimulate both gut-associated 
and bronchial lymphoid tissue, providing a secretory IgA response at 
mucosal surfaces, 
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Article; Journal 
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*ABSTRACT IS AVAILABLE IN THE ALL AND I ALL FORMATS* 
Pathogenic yersiniae require Ca2+ for growth at 37 degrees C. 
They harbor closely related plasmids of about 70 kb that are 
essential for virulence. At 37 degrees C and in the absence of Ca2+ 
ions, these plasmids cause a decrease in growth rate and the release 
of large amounts of proteins called Yops . Here we describe the virG 
gene of Yersinia enterocolitica; virG is located just upstream of 
the virF gene, which encodes the transcriptional activator of some 
plasmid virulence factors. Analysis of the VirG amino acid sequence 
suggested that virG encodes a lipoprotein, which was confirmed by 
[H-3]palmitate labeling of VirG-PhoA fusion proteins. 
A nonpolar virG mutant was constructed and found to be Ca2+ 
independent for growth at 37 degrees C but to still secrete Yops. 
This phenotype was complemented by the introduction of a plasmid 
harboring an intact virG gene. VirG was found to be homologous to 
ExsB, a protein encoded by a Pseudomonas aeruginosa gene located in 
the locus controlling exoenzyme S synthesis. Interestingly, the exsA 
gene, located just downstream of exsB, is also homologous to virF. 
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AB It is established that an approximately 70-kb Lcr plasmid enables 
Yersinia pestis/ the causative agent of bubonic plague, to 
multiply in focal necrotic lesions within visceral organs of mice by 
preventing net synthesis of the cytokines tumor necrosis factor 
alpha (TNF-alpha) and gamma interferon (IFN-gamma) , thereby 
minimizing inflammation (Lcr+) • Rabbit antiserum raised against 
cloned staphylococcal protein A- 
V antigen fusion peptide (PAV) is known to 

passively immunize mice against 10 minimum lethal doses of 

intravenously injected Lcr+ cells of Y, pestis. In this 

study, injected PAV suppressed TNF-alpha and IFN-gamma in mice 

challenged with avirulent v antigen-deficient Y. 

pestis (IcrV or Lcr-) and promoted survival in 

vivo of these isolates as well as salmonellae and Listeria 

monocytogenes {with which the outcome was lethal) . Active 

immunization of mice with PAV protecte^d against 1,000 minimum lethal 

doses of intravenously injected Lcr+ cells of y. pestis 

and Yersinia pseudotuberculosis but not Yersinia enterocolitica. 

The progressive necrosis provoked by Lcr+ cells of Y. pestis 

in visceral organs of nonimmunized mice was replaced after active 

immunization with PAV by massive infiltration of neutrophils and 

mononuclear cells (which generated protective granulomas 

indistinguishable from those formed against avirulent Lcr- mutants 

in nonimmunized mice) . Distinct multiple abscesses typical of Lcr+ 

cells of Y. pseudotuberculosis were prevented by similar 

immunization. Significant synthesis of TNF-alpha and IFN-gamma 

occurred in spleens of mice actively immunized with PAV after 

challenge with Lcr+ cells of Y. pestis. These findings 

suggest that v antigen contributes to disease by 

suppressing the normal inflammatory response. 
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37.3-kDa monomeric peptide encoded on the ca. 70~kb Lcr plasmid of 
Yersinia pestis^ Yersinia pseudotuberculosis, and Yersinia 
enterocolitica, has been implicated as a regulator of the 
low-calcium response, virulence factor, and protective antigen. In 
this study, IcrV of Y. pestis was cloned into 

protease-def icient Escherichia coli BL21. The resulting recombinant 
V antigen underwent marked degradation from the 

C- terminal end during purification, yielding major peptides of 36, 
35, 34, and 32 to 29 kDa. Rabbit gamma globulin raised against this 
mixture of cleavage products provided significant protection against 
10 minimum lethal doses of Y. pestis (P < 0.01) and Y. 
pseudotuberculosis (P < 0.02). To both stabilize v 
antigen and facilitate its purification, plasmid pPAV13 was 
constructed so as to encode a fusion of IcrV and the 
structural gene for protein A (i.e., all but the 
first 67 N-terminal amino acids of V antigen 

plus the signal sequence and immunoglobulin G-binding domains but 
not the cell wall-associated region of protein A 

) . The resulting fusion peptide, termed PAV, could be purified to 
homogeneity in one step by immunoglobulin G affinity chromatography 
and was stable thereafter. Rabbit polyclonal gamma globulin 
directed against PAV provided excellent passive immunity against 10 
minimum lethal doses of Y. pestis (P < 0.005) and Y. 
pseudotuberculosis (P < 0.005) but was ineffective against Y. 
enterocolitica. Protection failed after absorption with excess PAV, 
cloned whole V antigen, or a large (31.5-kDa) 

truncated derivative of the latter but was retained (P < 0.005) upon 
similar absorption with a smaller (19,3-kDa) truncated variant, 
indicating that at least one protective epitope resides internally 
between amino acids 168 and 275. 
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Variations of enzyme immunoassay of antibodies. 
Kulyash, G. Yu, ; Lyapin, M. N. ; Golovko, E. M. ; 
Luchnikova, E. A, 

All-Union Res. Antiplague Inst, "Microbe", Saratov, 
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Article 
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Entered STN: 21 May 1993 
Last Updated on STN: 22 May 1993 
The possibility of enzyme immunoassay of antibodies in a tested 
sample without using specific antispecies horseradish 
peroxidase-labeled IgG or staphylococcal protein 
A conjugated with horseradish peroxidase was demonstrated in 
experiments with Pasteurella pestis capsular antigen and 
different antibodies to it. The method is based on the use of 
protein A without enzymic label, that is fixed on Fc fragments of 
the initial antibodies specifically bound to antigen. At later 
stages of the experiment protein A can adsorb virtually any 
immunoglobulin conjugate with horseradish peroxidase that is 
available and can provide an enzymic reaction with the substrate. 
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The author recommends F. tularensis to be identified using the 
tularemia coagglutinating diagnostic agent prepared on the basis of 
the protein A containing dry 

staphylococcal reagent and tularemia rabbit serum. The 
agent is prepared in accordance with the instructions for the 
commercial reagent manufactured by the pasteur Research Institute of 
Epidemiology and Microbiology, Leningrad. The agent's sensitivity 
with the homologous strains is 108 bacterial cells per ml. Its high 
specificity has been proved in tests with heterologous bacteria 
(Brucella, Vibrio cholerae, Yersinia pestis, the Comomonas 
genus, Pseudomonas, and Enterobacteriaceae) . 
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The approbation of the enzyme immunoassay in the study of diverse 
field material (corpses of animals, ectoparasites, soil, feces of 
birds of prey, etc.) for the presence of Yersinia pestls 
contamination has shown the advantages of this assay over the 
existing serological tests: the passive hemagglutination test and 
the antigen (or antibody) neutralization test. The use of the 
immunoper oxidase preparation obtained on the basis of 
staphylococcal protein A makes it 

possible to detect antibodies to Y. pestls in animals of 

various species known to be the main carriers, as well as less 
important ones, in the natural foci of plague in Siberia. The 
enzyme immunoassay is recommended for use in the study of not only 
active natural foci, but also territories, dangerous with respect to 
plague, as well as for controlling the state of such territories 
after the realization of relevant sanitation measures. 
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Entered Medline: 19880111 
AB Different serological test systems, based on the use of 

enzyme-labeled immuno specific reagents and intended for testing the 
material under study for the presence of Yersinia pestis 
capsular antigen and antibodies to it, are described. Comparative 
data on the evaluation of their sensitivity to the antigen and 
antibodies to it in different schemes of enzyme immunoassays (EIA) 
are presented. As shown in this investigation, EIA systems for the 
detection of the antigen and antibodies to it can corr^rise, at the 
minimum, the following set of reagents: monoclonal antibodies to the 
capsular antigen, staphylococcal protein 

A, and the conjugates of the capsular antigen and monoclonal 
antibodies with horse-radish peroxidase. The authors have come to 
the conclusion that the use of the serological test systems can 
essentially increase the reliability of the assay of any individual 
sample by EIA techniques . 
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AB This invention provides methods of obtaining novel polynucleotides 
and encoded polypeptides by use of non-stochastic methods of 
directed evolution (DirectEvolution. TM. ) , These methods include 
non-stochastic polynucleotide site-saturation mutagenesis (Gene 
Site Saturation Mutagenesis .TM. ) and non-stochastic polynucleotide 
reassembly (GeneReassembly.TM. ). Through use of the claimed 
methods, genetic vaccines, enzymes, and other desirable molecules 
can be evolved towards desirable properties. For example, vaccine 
vectors can be obtained that exhibit increased efficacy for use as 
genetic vaccines. Vectors obtained by using the methods can have, 
for example, enhanced antigen expression, increased uptake into a 
cell, increased stability in a cell, ability to tailor an immune 
response, and the like. This invention provides methods of 
obtaining novel enzymes that have optimized physical &/or 
biological properties. Furthermore, this invention provides 
methods of obtaining a variety of novel biologically active 
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transgenic traits. 
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CAS INDEXING IS AVAILABLE FOR THIS PATENT. 

AB The present invention relates to peptides which exhibit potent 

anti-retroviral activity. The peptides of the invention comprise 
DP178 (SEQ ID:1) peptide corresponding to amino acids 638 to 673 
of the HIV-1. sub.LAI gp41 protein, and fragments,- analogs and 
homoiogs of DP178. The invention further relates to the uses of 
such peptides as inhibitory of human and non-human retroviral, 
especially HIV, transmission to uninfected cells. 
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CAS INDEXING IS AVAILABLE FOR THIS PATENT. 

AB The present invention relates to peptides which exhibit potent 

anti-retroviral activity. The peptides of the invention comprise 
DP178 (SEQ ID:1) peptide corresponding to amino acids 638 to 673 
of the HIV-l.sub.LAI gp41 protein, and fragments, analogs and 
homologs of DP178. The invention further relates to the uses of 
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AB Porous nanostructured materials, such as porous nanostructured 

liquid and liquid crystalline particles or materials, incorporate 
a target substantially within the material which selectively binds 
a chemical of interest which can diffusion within the porous 
nanostructured material and be bound by the target. The porous 
nanostructured materials can be dispersed as particles in a medium 
in which said chemical of interest is located with low turbidity. 
Markers which detect binding of said chemical of interest can be 
maintained in the medium separate and apart from the target, and 
any active compound (e.g., an enzyme) associated therewith by the 
porous nanostructured material, such that detectable changes in 
the marker only result when the active compounds diffuse out of 
the porous nanostructured materials after the chemical of interest 
binds to the target. 
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libraries, of nucleic acids encoding antigen-binding sites, such 
as antibodies, antibody domains or other fragments, including 
single and double stranded antibodies, major histocompatibility 
complex (MHC) molecules, T cell receptors (TCRs), and the like. 
This invention provides methods for generating variant antigen 
binding sites, e.g., antibodies and specific domains or fragments 
of antibodies (e.g.. Fab or Fc domains), by altering template 
nucleic acids including by saturation mutagenesis, synthetic 
ligation reassembly, of a combination thereof. In one aspect, 
invention provides methods for generating all human or humanized 
antibodies and evolving them to achieve optimized properties 
related to stability, duration, expression, production, enzymatic 
activity, affinity, avidity, localization, and other immunological 
properties. Polypeptides generated by these methods can be 
analyzed using a novel capillary array platform, which provides 
unprecedented ultra-high throughput screening. 
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This invention provides methods of obtaining vaccines by use of 
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non-stochastic methods of directed evolution 
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genetic vaccines. Vectors obtained by using the methods can have, 
for example, enhanced antigen expression, increased uptake into a 
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Described is a plasmid prepared by recombinant techniques which is 



used to prepare a vaccine against Y. pestis. 
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AB A particle coated with a nonlamellar material such as a 

nonlamellar crystalline material, a nonlamellar amorphous 
material, or a nonlamellar semi-crystalline material includes an 
internal matrix core having at least one a nanostructured liquid 
phase, or at least on nanostructured liquid crystalline phase or 
combination of the two is used for the delivery of active agents 
such as pharmaceuticals, nutrients, pesticides, etc. The coated 
particle can be fabricated by a variety of different techniques 
where the exterior coating is a nonlamellar material such as a 
nonlamellar crystalline material, a nonlamellar amorphous 
material, or a nonlamellar semi-crystalline material 
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AB This invention is directed to antigen library immunization, which 

provides methods for obtaining antigens having improved properties 
for therapeutic and other uses. The methods are useful for 
obtaining improved antigens that can induce an immune response' 
against pathogens, cancer, and other conditions, as well as 
antigens that are effective in modulating allergy, inflammatory 
and autoimmune diseases. 
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This invention is directed to antigen library immunization, which 
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for therapeutic and other uses. The methods are useful for 
obtaining improved antigens that can induce an immune response 
against pathogens, cancer, and other conditions, as well as 
antigens that are effective in modulating allergy, inflammatory 
and autoimmune diseases . 
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Glycosylated polypeptides comprising the primary structure 
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AB 

NH.sub.2 — X — Pp — COOK, wherein X is a peptide addition comprising 
or contributing to a glycosylation site;, and Pp is a polypeptide 
of interest or comprising the primary structure 
NH. sub.2-P. sub.x — X — P. sub . y-COOH, wherein P.sub.x is an 
N-terminal part of a polypeptide Pp of interest, P.sub.y is a 
C-terminal part of said polypeptide Pp, and X is a peptide 
addition comprising or contributing to a glycosylation site are 
provided. The glycosylated polypeptides possess improved 
properties as compared to the polypeptide of interest. 



CAS INDEXING IS AVAILABLE FOR THIS PATENT. 
INCL INCLM: 435/184.000 



Searcher 



Shears 571-272-2528 



10/694614 



INCLS: 435/183.000; 

530/350.000; 
NCL NCLM: 435/184.000 
NCLS: 435/183.000; 

530/350.000; 



530/322.000; 530/388.100; 530/351.000; 
530/397.000 

530/322.000; 530/388.100; 530/351.000; 
530/397.000 



L15 ANSWER 13 OF 21 
ACCESSION NUMBER: 
TITLE: 



INVENTOR (S) 



PATENT ASSIGNEE (S) 



USPATFULL on STN 

2003:40533 USPATFULL 

Methods for the inhibition of epstein-barr virus 
transmission employing anti-viral peptides 
capable of abrogating viral fusion and 
transmission 

Barney^ Shawn O'Lin^ Cary, NC, United States . 
Lambert, Dennis Michael, Cary, NC, United States 
Petteway, Stephen Robert, Gary, NC, United States 
Trimeris, Inc., Durham, NC, United States (U.S. 
corporation) 



NUMBER 



KIND 



DATE 



PATENT INFORMATION: 
APPLICATION INFO.: 
RELATED APPLN. INFO 



8) 

1994-360107, 
Pat. No. US 
No. US 

1993-73028, 
now patented, Pat. No. US 



US 6518013 Bl 20030211 

US 1995-485546 19950607 
Continuation-in-part of Ser. No. US 
filed on 20 Dec 1994, now patented, 
6017536 Continuation-in-part of Ser 
1994-255208, filed on 7 Jun 1994 
Continuation-in-part of Ser. No. US 
filed on 7 Jun 1993, 
5464933 
Utility 
GRANTED 

Scheiner, Laurie 
Parkin, Jeffrey S. 

Pennie & Edmonds LLP, Nelson, M. Bud 
22 
1 

84 Drawing Figure(s); 83 Drawing Page(s) 
24700 

INDEXING IS AVAILABLE FOR THIS PATENT. 

Fusion of the viral envelope, or infected cell membranes with 
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uninfected cell membranes, is an essential step in the viral life 
cycle. Recent studies involving the human immunodeficiency virus 
type l(HIV-l) demonstrated that synthetic peptides (designated 
DP-107 and DP-178) derived from potential helical regions of the 
transmembrane (TM) protein, gp41, were potent inhibitors of viral 
fusion and infection. A computerized antiviral searching 
technology (C.A.S.T.) that detects related structural motifs 
(e.g., ALLMOTI 5, 107+178+4, and PLZIP) in other viral 
proteins was employed to identify similar regions in the 
Epstein-Barr virus (EBV) . Several conserved heptad repeat domains 
that are predicted to form coiled-coil structures with antiviral 
activity were identified in the EBV genome. Synthetic peptides of 
16 to 39 amino acids derived from these regions were prepared and 
their antiviral activities assessed in a suitable in vitro 
screening assay. These peptides proved to be potent inhibitors of 
EBV fusion. Based upon their structural and functional equivalence 
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to the known HIV-1 inhibitors DP~107 and DP-178, these peptides 
should provide a novel approach to the development of targeted 
therapies for the treatment of EBV infections. 
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AB A particle is disclosed that comprises a first volume of 

^ hydrophobe-rich material with tunable dissolution and 

solubilization characteristics and a distinct second volume of 
nanostructured nonlamellar liquid crystalline material, said 
second volume containing said first domain and being capable of 
being in equilibrium with said first volume. Preferably, the 
nanostructured nonlamellar liquid crystalline material is capable 
of being in equilibrium with a polar solvent or a water-immiscible 
solvent or both. 
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AB The present invention relates to novel genes from E. faecalis and 

the polypeptides they encode. Also provided as are vectors, host 
cells, antibodies and methods for producing the same. The 
invention further relates to screening methods for identifying 
agonists and antagonists of E. faecalis polypeptide activity. The 
invention additionally relates to diagnostic methods for detecting 
Enterococcus nucleic acids, polypeptides and antibodies in a 
biological sample. The present invention further relates to novel 
vaccines for the prevention or attenuation of infection by 
Enterococcus . 
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provides methods for obtaining antigens having improved properties 
for therapeutic and other uses. The methods are useful for 
obtaining improved antigens that can induce an immune response 
against pathogens, cancer, and other conditions, as well as 
antigens that are effective in modulating allergy, inflammatory 
and autoimmune diseases. 
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AB This invention provides methods of obtaining vaccines by use of 

non-stochastic methods of directed evolution 
(DirectEvolution.TM. ) . These methods include non-stochastic 
polynucleotide site-satuaration mutagenesis (Gene Site Saturation 
Mutagenesis .TM. ) and non-stochastic polynucleotide reassembly 
(GeneReassembly .TM. ) . Through use of the claimed methods, vectors 
can be obtained which exhibit increased efficacy for use as 
genetic vaccines. Vectors obtained by using the methods can have, 
for example, enhanced antigen expression, increased uptake into a 
cell, increased stability in a cell, ability to tailor an immune 
response, and the like. 
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LINE COUNT: 26553 

CAS INDEXING IS AVAILABLE FOR THIS PATENT. 

AB The present invention relates to peptides which exhibit potent 

anti-viral activity. In particular, the invention relates to 
methods of using such peptides as inhibitory of respiratory 
syncytial virus ("RSV") transmission to uninfected cells. The 
peptides used in the methods of the invention are homologs of the 
DP-178 and DP-107 peptides, peptides corresponding to amino acid 
residues 638 to 673, and to amino acid residues 558 to 595, 
respectively, of the HlV-l.sub. LAI transmembrane protein (TM) 
gp41. 

CAS INDEXING IS AVAILABLE FOR THIS PATENT, 
INCL INCLM: 424/211.100 

INCLS: 424/186.100; 530/324.000 
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NCLS: 424/186.100; 530/324.000 
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US 2002045737 Al 
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US 1998-71035 Al 

Utility 

APPLICATION 

HUMAN GENOME SCIENCES 

ROCKVILLE, MD, 20850 

21 

1 

12421 



20020418 
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INC, 9410 KEY WEST AVENUE, 



CAS INDEXING IS AVAILABLE FOR THIS PATENT. 

AB The present invention relates to novel genes from E. faecalis and 

the polypeptides they encode. Also provided as are vectors, host 
cells, antibodies and methods for producing the same. The 
invention further relates to screening methods for identifying 
agonists and antagonists of E. faecalis polypeptide activity. The 
invention additionally relates to diagnostic methods for detecting 
Enterococcus nucleic acids, polypeptides and antibodies in a 
biological sample. The present invention further relates to novel 
vaccines for the prevention or attenuation of infection by 
Enterococcus , 
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Human respiratory syncytial virus peptides with 
antifusogenic and antiviral activities 
Barney, Shawn O'Lin, Gary, NC, United States 
Lambert, Dennis Michael, Gary, NC, United States 
Petteway, Stephen Robert, Gary, NC, United States 
Trimeris, Inc., Durham, NC, United States (U.S. 
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Division of Ser. No. US 1995-470896, filed on • 6 
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FILE SEGMENT: 
PRIMARY EXAMINER: 
ASSISTANT EXAMINER: 
LEGAL REPRESENTATIVE: 
NUMBER OF CLAIMS: 
EXEMPLARY CLAIM: 
NUMBER OF DRAWINGS: 
LINE COUNT: 
CAS INDEXING IS AVAILABLE FOR THIS PATENT. 

AB The present invention relates to peptides which exhibit 

antifusogenic and antiviral activities. The peptides of the 
invention consist of a 16 to 39 amino acid region of a human 
respiratory syncytial virus protein. These regions were identified 
through computer algorithms capable of recognizing the ALLM0TI5, 
107x178x4, or PLZIP amino acid motifs. These motifs are associated 
with the antifusogenic and antiviral activities of the claimed 
peptides . 

CAS INDEXING IS AVAILABLE FOR THIS PATENT. 
INCL INCLM: 530/300.000 

INCLS: 530/324.000; 530/325.000; 530/326.000; 424/211.100; 
424/186.100 
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NCLS:' 424/186.100; 424/211.100; 530/324.000; 530/325.000; 
530/326.000 
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Technique for the prevention of false positive 
reactions in immunological testing due to Csub.l 
and C.sub.lq components of the complement and 
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Singer, Jacques, Delray Beach, FL, United States 
Montefiore Medical Center, Bronx, NY, United 
States (U.S. corporation) 
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FILE SEGMENT: 
PRIMARY EXAMINER: 
LEGAL REPRESENTATIVE: 
NUMBER OF CLAIMS: 
EXEMPLARY CLAIM: 
NUMBER OF DRAWINGS: 
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CAS INDEXING IS AVAILABLE FOR THIS PATENT. 

AB A novel technique is disclosed for the prevention of false 

positive reactions in immunological testing which are caused by 

interference of Csub.l and C.sub.lq. The method is based on 

heating a sample of a body fluid at a temperature of 

59*'-64° C. in the presence of a particular neutral 

salt. A method for screening for rheumatoid factor is also 

disclosed. 

CAS INDEXING IS AVAILABLE FOR THIS PATENT. 
INCL INCLM: 436/534.000 

INCLS: 435/007.100; 435/962.000; 436/541.000; 436/506.000; 
436/175.000; 436/821.000; 436/825.000 
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Suppression of cytokines in mice by protein A-V 
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Nakajima R; Motin V L; Brubaker R R 

Exploratory Research Laboratories I, Daiichi 

Pharmaceutical Co., Ltd., Tokyo, Japan. 
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CONTRACT NUMBER: 
SOURCE: 



PUB. COUNTRY: 
DOCUMENT TYPE 
LANGUAGE : 
FILE SEGMENT: 
ENTRY MONTH: 
ENTRY DATE: 



ED 



AB 



AI 19353 (NIAID) 

Infection and immunity, (1995 Aug) 63 (8) 3021-9. 
Journal code: 0246127. ISSN: 0019-9567. 
United States 

Journal; Article; (JOURNAL ARTICLE) 

English 

Priority Journals 
199508 

Entered STN: 19950911 
Last Updated on STN: 19950911 
Entered Medline: 19950825 
Entered STN: 19950911 
Last Updated on STN: 19950911 
Entered Medline: 19950825 

It is established that an approximately 70-kb Lcr plasmid enables 
Yersinia pestis, the causative agent of bubonic plague, to multiply 
in focal necrotic lesions within visceral organs of mice by 
preventing net synthesis of the cytokines tumor necrosis factor 
alpha (TNF-alpha) and gamma interferon (IFN-garama), thereby 
minimizing inflammation (Lcr+) . Rabbit antiserum raised against 
cloned staphylococcal protein A-V antigen fusion peptide (PAV) is 
known to passively immunize mice against 10 minimum lethal doses of 
intravenously injected Lcr+ cells of Y. pestis. In this study, 
injected PAV suppressed TNF-alpha and IFN-garama in mice challenged 
with avirulent V antigen-deficient Y. pestis (IcrV or Lcr-) and 
promoted survival in vivo of these isolates as well as salmonellae 
and Listeria monocytogenes (with which the outcome was lethal) . 
Active immunization of mice with PAV protected against 1,000 minimum 
lethal doses of intravenously injected Lcr+ cells of Y. pestis and 
Yersinia pseudotuberculosis but not Yersinia enterocolitica. The 
progressive necrosis provoked by Lcr+ cells of Y. pestis in visceral 
organs of nonimmunized mice was replaced after active immunization 
with PAV by massive infiltration of neutrophils and mononuclear 
cells (which generated protective granulomas indistinguishable from 
those formed against avirulent Lcr- mutants in nonimmunized mice). 
Distinct multiple abscesses typical of Lcr+ cells of Y. 
pseudotuberculosis were prevented by similar immunization ♦ 
Significant synthesis of TNF-alpha and IFN-gamma occurred in spleens 
of mice actively immunized with PAV after challenge with Lcr+ cells 
of Y. pestis. These findings suggest that V antigen contributes to 
disease by suppressing the normal inflammatory response. 
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Journal code: 0400335. ISSN: 0092-1157. 
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Journal; Article; (JOURNAL ARTICLE) 
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2003:851224 HCAPLUS 
139:336913 

Recombinant plasmid comprising V antigen and 
staphylococcal protein A as 
vaccine against Yersinia pestis in 
inainmal 

Brubaker, Robert R. ; Mo tin, 
Vladimir L. ; Smirnov, George B. 

Board of Trustees of Michigan State University, 
USA 

U.S., 16 pp. 

CODEN: USXXAM 

Patent 

English 

1 



DATE 



APPLICATION NO . DATE 



US 6638510 /Bl 20031028 US 1994-302423 19940908 

PRIORITY APPLN. INFO.j/ US 1994-302423 19940908 

AB VDescribed is a prlasmid prepared by recombinant techniques which is 
to prep^^re a vaccine against Yersinia pestis. The 
plasmid encodes Yersinia pestis V antigen and 
staphylococcal protein A. 
REFERENCE COUNT: 50 THERE ARE 50 CITED REFERENCES AVAILABLE 

FOR THIS RECORD. ALL CITATIONS AVAILABLE 
IN THE RE FORMAT 
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AUTHOR (S) 



CORPORATE SOURCE: 



SOURCE: 

PUBLISHER: 
DOCUMENT TYPE 
LANGUAGE: 
AB 



coli 

Kutyrev, V.; Mehigh, R. J.; Motin, V. L. 
; Pokrovskaya, M. S,; Smirnov, G. B.; 
Brubaker, R. R. 

Laboratory of Molecular Microbiology, Russian 
Research Anti-Plague Institute "Microbe,", 
Saratov, 410071/ Russia 

Infection and Immunity (1999), 67(3), 1359-1367 
CODEN: INFIBR; ISSN: 0019-9567 
American Society for Microbiology 
Journal 
English 

Enteropathogenic yersiniae (Yersinia pseudotuberculosis and Yersinia 
enterocblitica) typically cause chronic disease as opposed to the 
closely related Yersinia pestis, the causative agent of bubonic 
plague. It is established that this difference reflects, in part, 
carriage by Y. pestis of a unique 9.6-kb pesticin or Pst plasmid 
(pPCP) encoding plasminogen activator (Pla) rather than distinctions 
between shared .apprx,70-kb low- calcium- response, or Lcr, plasmids 
(pCD in Y. pestis and pYV in enteropathogenic yersiniae) encoding 
cytotoxic Yops and anti-inflammatory V antigen. Pla is known to 
exist as a combination of 32.6-kDa (a-Pla) and slightly 
smaller (p-Pla) outer membrane proteins, of which at least one 
promotes bacterial dissemination in vivo and degradation of Yops in 
vitro. The authors show here that only a-Pla accumulates in 
Escherichia coli LE392/pPCPl cultivated in enriched medium and that 
either autolysis or extraction of this isolate with 1.0 M NaCl results 
release of soluble a and p forms possessing biol. activity. 
This process also converted cell-bound a-Pla to p-Pla and 
smaller forms in Y. pestis KIM/pPCPl and Y. pseudotuberculosis 
PBl/+/pPCPl but did not promote solubilization. Pla-mediated 
posttranslational hydrolysis of pulse-labeled Yops in Y. 
pseudotuberculosis PBl/+/pPCPl occurred more slowly than that in Y. 
pestis but was otherwise similar except for accumulation of stable 
degradation products of YadA, a pYV-mediated fibrillar adhesin not 
encoded in frame by pCD. Carriage of pPCP by Y. pseudotuberculosis 
did not significantly influence virulence in mice. 
REFERENCE COUNT: 69 THERE ARE 69 CITED REFERENCES AVAILABLE 

FOR THIS RECORD. ALL CITATIONS AVAILABLE 
' IN THE RE FORMAT 
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126:292117 

Resistance to lipopolysaccharide mediated by the 
Yersinia pestis V antigen- 

polyhistidine fusion peptide: ait^lif ication of 
interleukin-10 

Nedialkov, Yuri A.; Motin, Vladimir L. 
; Brubaker, Robert R. 

Department of Microbiology, Michigan State 
University, East Lansing, MI, 48824-1101, USA 
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American Society for Microbiology 
Journal 
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LANGUAGE: English 

AB We previously showed that injection of homogeneous staphylococcal 
protein A-V antigen fusion peptide into mice 

delayed allograft rejection and suppressed the major proinflammatory 
cytokines tumor necrosis factor alpha (TNF-a) and gamma 
interferon (IFN-y) associated with generation of protective 
granulomas. This study was undertaken to determine if V antigen could 
prevent endotoxic shock, known to be mediated by excessive production o 
certain proinflammatory cytokines. After treatment with 50 M-g of 
homogeneous V antigen-polyhistidine fusion peptide (Vh) , the 50% LD 
of purified lipopolysaccharide (LPS) in BALB/c mice immediately rose 
from 63 \iq (normal controls) to 318 jj.g, fell to near baseline 
(71 jag) in 6 h, and then slowly rose to a maximum of 566 ^.g at 48 
h before again returning to normal. Injected Vh alone (50 |xg) 
promptly induced the anti-inflammatory cytokine interleukin-10 
(IL-10) as well as modest levels of TNF-a (an inducer of 
IL-10) in spleen. Concomitant injection of Vh and an otherwise LD 
of LPS (200 |xg) dramatically decreased levels of TNF-a and 
IFN-Y in the spleen and peritoneal lavage fluid as compared to 
values determined for LPS alone. These results would be expected if V 
antigen directly up-regulated IL-10 that is reported to generally 
down-regulate proinflammatory cytokines. Mice receiving 200 jxg 
of LPS 48 h after injection of Vh exhibited patterns of cytokine 
synthesis similar to those observed in endotoxin-tolerant mice, a 
condition also reported to be mediated by IL-10. ^ These findings 
suggest that V antigen serves as a virulence factor by amplifying 
IL-10, thereby repressing proinflammatory cytokines required for 
expression of cell-mediated immunity. 
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ACCESSION NUMBER: 1997:313887 HCAPLUS 

DOCUMENT NUMBER: 126:338546 

TITLE: Suppression of mouse skin allograft rejection by 

protein A-Yersiniae V antigen 

fusion peptide 

AUTHOR(S): Motin, Vladimir L. ; Kutas, Susan M. ; 

Brubaker, Robert R. 
CORPORATE SOURCE: Department of Microbiology, Michigan State 

University, East Lansing, MI, 48824-1101, USA 
SOURCE: Transplantation (1997), 63(7), 1040-1042 

CODEN: TRPLAU; ISSN: 0041-1337 
PUBLISHER: Williams & Wilkins 

DOCUMENT TYPE: Journal 
LANGUAGE: - English 

AB V antigen is an established virulence factor of Yersinia 

pestis, the causative agent of bubonic plague. Injection of 
homogeneous staphylococcal protein A-V antigen 

fusion peptide into mice was previously found to suppress tumor 
necrosis factor-a and interferon-y necessary for 

generation of protective granulomas. Here, we show that BALB/c mice 

receiving daily i.p. injections of 100 ^g of control 

protein A initiated rejection of C57BL/6 mouse 

tail skin grafts after 6.2±1.1 days. This time doubled to 

12.2±1.4 days upon similar administration of protein 

A-V antigen fusion peptide (P<0.001); times of total 

allograft retention remained constant This finding indicates that V 
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antigen can postpone inflammation known to be associated with 
recognition and destruction of foreign tissue by T lymphocytes, 



REFERENCE COUNT: 



12 THERE ARE 12 CITED REFERENCES AVAILABLE 
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1996:606425 HCAPLUS 
125:245156 

V antigen-polyhistidine fusion peptide: binding 
to LcrH and active immunity against plague 
Motin, Vladimir L. ; Nedialkov, Yuri 
A,; Brubaker, Robert R. /""^ 
Department Microbiology^^^-chijgan \state 
University, East Lansii^, MI, 48824-1101, USA 
Infection and Immunitv' (1996), 64 /lO), 4313-4318 
CODEN: INFIBR; ISSN: cloi9-9567 
American Society for M3><y:obiolpgy 
Journal 
English 

The structural gene for V antigen (IcrV) is known to be encoded 
within the IcrGVH-yopBD operon of the . apprx. VO-kb 
low- calcium- response or Lcr plasmid of Yersinia pestis. 
This 37-kDa monomeric peptide was reported to provide active 
immunity in mice, suppress inflammatory cytokines, and regulate 
expression of the low calcium response (Lcr+) . Here the authors 
describe pVHB62, encoding a polyhistidine-V antigen fusion peptide 
(Vh) and linked LcrH. Vh underwent degradation from both the C terminus 
and N terminus during classical chromatog. fractionation but 
remained intact within two compartments during Ni2+ affinity 
chromatog. The first was homogeneous, capable of .active 
immunization (mouse i.v. 50% LD, >107 bacteria), and stable at 
4*". The second remained bound to the affinity column but 

could be eluted as a mixture of Vh, LcrH, and low-mol . -weight material by 

application of 6 M guanidine • HCl . This mixture was dialyzed, 

denatured in 8 M urea, and again applied to the affinity column, 

which then bound Vh but not LcrH. The latter was recovered and 

renatured, and low-mol . -weight material was removed by^biochem. 

fractionation. The resulting homogeneous LcrH bound protein 

A-V antigen fusion peptide but not protein 

A in a sandwich ELISA, and this reaction was inhibited by 

Vh. These observations indicate that LcrH normally binds V antigen 

in bacterial cytoplasm" and suggest that only free LcrH 

down- regulates expression of the low calcium response, 
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Suppression of cytokines in itiice by 
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Brubaker, Robert R. 
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SOURCE: Infection and Immunity (1995), 63(8), 3021-9 

CODEN: INFIBR; ISSN: 0019-9567 
PUBLISHER: American Society for Microbiology 

DOCUMENT TYPE: Journal 
LANGUAGE: English 

AB It is established that an .apprx.70-kb Lcr plasmid enables Yersinia 
pestiSf the causative agent of bubonic plague, to multiply 
in focal necrotic lesions within visceral organs of mice by 
preventing net synthesis of the cytokines tumor necrosis factor 
alpha (TNF-a) and gamma interferon (IFN-y) / thereby 
minimizing inflammation (Lcr+) . Rabbit antiserum raised against 
cloned staphylococcal protein A-V antigen fusion 

peptide (PAV) is known to passively immunize mice against 10 min. 
LDs of i.v. injected Lcr+ cells of Y. pestis. In this 
study, injected PAV suppressed TNF~a and IFN-y in mice 
challenged with avirulent V antigen-deficient Y. pestis 
(IcrV or Lcr-) and promoted survival in vivo of these isolates as 
well as salmonellae and Listeria monocytogenes (with which the 
outcome was lethal) . Active immunization of mice with PAV protected 
against 1,000 min. LDs of i.v. injected Lcr+ cells of Y. 
pestis and Yersinia pseudotuberculosis but not Yersinia 
enterocolitica . The progressive necrosis provoked by Lcr+ cells of 
Y. pestis in visceral organs of nonimmunized mice was 
replaced after active immunization with PAV by massive infiltration 
of neutrophils and mononuclear cells (which generated protective 
granulomas indistinguishable from those formed against avirulent 
Lcr- mutants in nonimmunized mice) . Distinct multiple abscesses 
typical of Lcr-f cells of Y. pseudotuberculosis were prevented by 
similar immunization. Significant synthesis of TNF-a and 
IFN-Y occurred in spleens of mice actively immunized with PAV 
after challenge with Lcr+ cells of Y. pestis. These 
findings suggest that V antigen contributes to dise^si 
suppressing the normal inflammatory response. 
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TITLE: Passive immunity to yersiniae ntediat^ed by 
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Smirnov, George B. ; Brubaker, 
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CORPORATE SOURCE: Dep. Micribiol., Michigan State Univ., East 
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SOURCE: Infection and Immunity (1994), 62(10), 4192-201 

CODEN: INFIBR; ISSN: 0019-9567 
DOCUMENT TYPE: Journal 
LANGUAGE: English 

AB LcrV (V antigen) , a known unstable 37.3-kDa monomeric peptide 
encoded on the ca. 70-kb Lcr plasmid of Yersinia pestis. 
Yersinia pseudotuberculosis, and Yersinia enterocolitica, has been 
implicated as a regulator of the low-calcium response, virulence 
factor, and protective antigen. In this study, IcrV of Y. 
pestis was cloned into protease-def icient Escherichia coli 
BL21. The resulting recombinant V antigen underwent marked degradation 
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from the C-terminal end during purification, yielding major peptides of 
36, 35, 34, and 32 to 29 kDa. Rabbit gamma globulin raised against 
this mixture of cleavage products provided significant protection 
against 10 min. LDs of Y. pestis (P<0.01) and Y. 
pseudotuberculosis (P<0.02). To both stabilize V antigen and 
facilitate its purification, plasmid pPAV13 was constructed so as to 
encode a fusion of IcrV and the structural gene for protein 
A (i.e., all but the first 67 N-terminal amino acids of V 
antigen plus the signal sequence and IgG-binding domains but not the 
cell wall-associated region of protein A). The 
resulting fusion peptide, termed PAV, could be purified to 
homogeneity in one step by IgG affinity chromatog. and was stable 
thereafter. Rabbit polyclonal gamma globulin directed against PAV 
provided excellent passive immunity against 10 min. LDs of Y. 
pestis (P<0.005) and Y. pseudotuberculosis (P<0.005) but was 
ineffective against Y. enterocolitica . Protection failed after 
absorption with excess PAV, cloned whole V antigen, or a large 
(31.5-kDa) truncated derivative of the latter but was retained (P<0.005) 
upon similar absorption with a smaller (19.3-kDa) truncated variant, 
indicating that at least one protective epitope resides internally 
between amino acids 168 and 275. 
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